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5555 (57) Abstract: A novel protein synoviolin and a gene encoding the same are disclosed. This protein is expressed specifically in the 
= synovial membrane tissue and associated with an autoantibody which recognizes this protein in patients with rheumatoid arthritis 
== (RA). This protein or its antibody is expected as being useful as an RA-speciflc diagnostic marker. Moreover, it is expected that an 

RA remedy could be screened by using the above gene or protein. A transgenic animal of the synoviolin gene is also provided. This 

transgenic animal is usable as an RA model animal in developing a remedy for RA. 
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ttSi 

tft®l,*i/i£ (synovial cell) ft, M^yf HUT* 1 - 6 ^<D±^#Jl*^-r 5tl 

©jk»ff g e<DigG^Fc^ivi*i-r § g sjTcftWfrr s r £ b . 
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ilfflJS (synovial cell) IC^>ftA/-C>V \?3r y ^ (Synoviolin) t^^ttfc 
#fgPJ#bWU tulfii^^yf^M^^*^] 80kDa, HOkDa, ^LT 220kDa 
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mm^\ Sl-5 [ "FBNL" (fibrill in-like) *fcl± "EFEMPl" (EGF-containi 
ng fibrill in-like extracellular matrix protein 1) b h$¥-V£tl 5] t h 2 
ffiF<WR*i#*Bil& (human diploid fibroblast) TilfiJigmUTl^itfc^- LT¥ 
P§£tbfc (Lecka-Czernik, B. et al. , Molecular and Cellular Biology, 15, 1 
20-128, 1995) 0 flfigfttefcu DNA^Srffiiii-SEGFtRK^-Y ^ (Epidermal Gro 
wth Factor-like domein) £rt$0 0 Sl-5(COV^TttflSitt^i^fife©<l&5iStt (*W 
MfitStt) teJLtH^ftTV^,, *iftSl-5©£&# Malattia Leventinese 

(ML) ioXZJt Doyne honeycomb retinal dystrophy (DHRD) t HiS LTV ^ C £ ^ 
SHS- (Stone, E. M. et al. , Nature Genetics 22, 199-202, 1999) ^tl/O^fc 

#, ttir«H8^»«)f>^ titty *^l8«&£^Lfc£:|**^Ufc 0 - 
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Cl] TIE (a) i>e> (e) OVN-ftT/^cMO^y ^^Ko 

( d ) iE?y## : i temtoom&smt* 5 # y ^ ^ k t * h y > 
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a> h & 5 8 6 ft t mmm \z mmttm = - k-j-s # y * ? v 
( e ) : i \zLfd,m,<Di&mm t 'PK <H7o %sk±(omm&&^ 

[33 CD , *fcJ4 C2] tlBttw^y^^u^KJciija-KStLSSeK 

[43 (1) - o) frbte%mfrbm$i£tiz>'pt£< th i^©ffitt&ft 

5 [3] fcE»©g6«*fcJ4^^Ko 

( 2 ) w tf^- y ^ y # > ksi-5 t 

(3) ttnni^srffijii-s 

(53 [13 , (23 tcfE«6<D/Ky^^ ^*fWA^^^~ 

(63 (13 fc8E«o^yjs?^u^K*fcfi (53 icffiii©^ 

(73 (63 ^Ktt©^SWE*3BBJ!&Sr«f«b, tiB£SMg&iNli J&$ tz fit* <D*&« Jhtff 
^blSm^^fcSfiSt^fcti^f-KSrlllilRi-SIfe^tp, (33 fcfEtt 

(83 (33 fcBftoae«fctt^^KK:|fe-&+*tt*. 

(93 (33 KiKfto^^^K^fctt^^KSr^to, (33 \zj®&<D# 

(93 <D%&¥to&vtmim. 

(113 (33 t-IB^O^v^^a^fcfi^y^K^HJtS-rs^^tfs [33 
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2] W&^tfl#WSKIil 0 
[1 4] &<7)li|S&^£{\ ^*m»t>0 [3] ^|B«cOgSK, Soitf/ifefcte^ 

(DilttWSr C3] fc!B4fe©ae«, S3i^/*/tH:*©*|5^^Kt* 

(2) [3] MfBiftO^BSr, ^i^/Sfcli^roai^f Kl^^tSS 

[15] Jfc©im«r&ti\ [3] {c|S«©SS«, Siitf/^fctt^ 

(2) [3] {c|B«oaeK,i3«ttf/*fc«:-t©ff|J^7 p ^Kicfe-g--t-5, C8] 

SHcte*tftfc*J>fc < 1 1 1 5 * * KiSr&irsK y * * Ko 
[1 7] fc©xm«r£t^ ^(ttW+o-Cl] [2] ^|5tt<o^ 0 y^^ uHr 

(2) [ i ] s= fci± [ 2 ] k:ib*m># y * * kkw ^ y *v x-rs > c i 

[18] [16] fCfBtfeO^y*^ V**" K*£tf N [1] [2] fclfBlft© 

[19] C3] K:^©^>-^^Jt*fcHJK^w^Kfc3— Ki-5*€HF-©»31 
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[203 Mifo&i) ?T'?t*mim&-ebz. [i 93 tesatto^ifc. 

[2 1) «^*Mr B li^»T*fcS, Cl 93 fc|B«0^fe 

[2 23 [83 KSfcOtftttSr^tf, C3] JJlSB*®^ ^X^K^a-fSJNBte© 

?-©t--#--2&s % CD KHEMR^jKU^^ i/^H\ [33 me*©^^ 

[3] \zmt<D^7?-b\ (33 icia«i©^i//-«^frfcis^i-5tt^ 

ii) is i)<o^m^^, «&H«y «>^iBBaif*^sxa 
[2 43 i^^titoiiitfc^ m&mwv v^^^—x-tf [ 3 ] { c 

\z.&&1rZ>%iWx-hZ> [2 33 (-IBic^feo 
[2 53 *<mw^#ojt)^ a ^*fc«mi^*ffl/i&-efc , 9, &&mwv V^<o 

-?—l3—fr [13 tcilB^o^y^^ u^-f-K isit^/Sfctt [33 tclESc 

o^^^Jf-cfcS [2 33 KlE*<Z>:fcfe. 
[2 63 &©X@&£tf, Wft-^tio [33 KLlBttro^x^WSfctt^^K 

a) mkik&®>& [3) »oe*©*i'>**JtSfctt^^K*!^<5*5X 

b ) tMfc&to <b nuis* itti^^ k t ©^-a-^m^-r^ xm 

[2 73 5fc©XS5r&tf, [3] fclBft©^w«^»*fcW:^^-Kfc«t-&i-5J& 
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a) [2 6] KBto*ftfcj:ot*«ft^o C3] \cmmom&W£it 

C 2 8 ) ^©ia^ tf > (3) }&EML<D is 9 %k*:<D})tfl/\?b 

b) Utile* >v^fC£fcte^:/^ KK:*S£-rs y F\ *3J;^/*fcfi^ 

(2 9) y#;/K#w t^y >y ^f^Ksi-5t-fe5 (2 8) (r|5tt^fe 0 

[3 0) Jfcwxgfc^t^ C3) Ictmvf^^tWtZOV tf>'Ft<Dlfe'£-$:m. 

a) (2 8) (cfB*^&^j;o-r, wokft&ton (3) ksb*©* 
(3 1) &caxm£<ai£\ *8Wb^© (3) {viiaSw^^^^j:^^^^ 

(3 2) &©Ig«r£tr, (3) |zi|5*c^*>'^ 0 ^Kt3:£6v'^^^Pfti5i- 
a) (3D KiS«<^£(-J:o-r. W-fb^off)IB*^^«(cJ:^^ 

(33) #cox*i£<a ts\ ( i ) ^ta^cD/K y ^ * K^sss&wtt-t- 



WO 02/052007 



10 



PCT/JP01/11289 



a ) $®Hb£-$j<D#feT-c c 1 3 una***)* y * * K^i§m-r s^Hsa 
[34] &<z>ig££tr. ci) ^15*^*0^ u^h'(Dmm.^mm-r^it^- 

a) [3 3] KllHttO^^ioT, ^m<t^m<D [1] l£fB«<D*° y * 
[3 5] [2 7] (C|S«4CO^^ !)--y^ft(lJ;ot#5: <t^X'^5^^^ 

[3 6] [3 0] ^te*fe(D^^ y--ymiaoT#5: ttfx-ZZib&MZ 

[3 7] [3 0] £fcii [3 2] <D*^ y-~^^&{cj;oT#5^£:^-C#5 
[3 8] [1] *b<« [2] iaatt<D#y^^ W^K. [3] iCfSlftcD^fiff 

[3 9] [l] *fc(i [2] tzHB<fe^*"U K^^a^^^i^TV^57!)\ 
[4 0] [1] *fc{±2td|Sit^^y^^ ^'^K^^^A$^^TV^^, [3 
[4 1] H44iil£i5y ^^TV^^-feS, [4 0] KifBtttf) F7^^-y 
[4 2] ftEtt^o [l] J=fcti [2] <D\^1^fr\z&m.<otfy?.t\s*3-V<D 
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(4 3] ttOJt^asy yt4 l/£nX^Z>, (4 2) {^|E«(0 F7^^x=j/ 
[4 4] [4 03 $fcfi (4 2) {ClEttOhy^v^-y^fc hTOIbW-* 
[4 5] Jfc©Xg«rg-tr % (1) £fcfi (2) fc&ffi<Dtf}) * ? K©rtBtt 
a) [1] *fcti [2] (dlB^/Ky^^ WK.WrtitT'D^^- 

(46) lufS^m^^ > (43) (cifS«<7> hy^-^^^t h 

ttr©»^*5l5-r5ilWiaT?!fo5 (4 5) fcflS&Olfrifco 
(4 7) Jfc©XS£3"t^ (1) Sfcfci (2) tefE«<P#IJ 5?^ KOF^Htt 

a) (4 5) ^IS^O^ifetCioT, tt*fc&4fe<a (1) *fct± (2) 

b) *H££Jfc«Lt\ ffifeSttlc!g^*5«aR^*Sra^i-5XS 

(4 8) (3 4) . (4 7) {CfS«©^^y-^^^^{JlioX#Srfc 

*tt&wiz, (27) ^ib*6©x^ y^y^tiox#5c^^5 

(3 0) M©^^ y -=ymicJ:o-c#5 i Sfc^i^S^ 

-rsxmsratf, w t^y w ^y Ki^^M^fe^-r-So 

5Efcl#3&9itt, (3 0) Sfctt (3 2) ©^^!)-=y^»J;oT#5rtiS 
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CD *b<fi [2] teHa*©*!;** C3] tOEtfe©g&SCjeb<tt 

^*»#r*xas:^tf, ?iH»i^ffiii^icB8-r5 0 m^^mn, [34], 

#-T5XSS:^tf, Cl) KlESlO^y * ^ K©3B^*ll»-f 5 

[3 0] ^ia^<D^^ y -=y^iaor#?. r^^-t sfc-grtfeo, wtr 
a-y w tf^y ^y #v K^^jfe-^iaMrosiiitfeitsftffli-BS-fs. 
*mwte. [30] [32] ©^^u^y^taot#5;w5f# 

;g=L<« [2] lcSa*W>sffy K\ [3] {cfBa£<D36R3gL<f±'<:7 p ^- 

h\ [5] fcK*(7)^^^*-^b<C5^b®*l*Jx5V^i"tt^Ofi£^0. 

?»«H«^ii#J©»{3tK:*3rt5ftffltcHi-5 0 Wlc*%W&, [3 4] % Sifctt [4 
7] fcflB*©** y-^>^^»CioT#S^t^-C#6^#i0D, [1] fc|B 

K-t"5/-Ky^^ u^K*ami-S„*«WK:S3V^jKP5t^ Kf4, 
DNA*fcf±RNAT?fco-C«tV\ ftfc* FSr^tf fcWXfooT t> 

»JK^ja*»b^5P©^Sfet::J:«J^n— =i^j/-t-5rt#t-Ct'5 (Nucleic Acid Re 
s. 16:7583-7600, 1988) 0 LTHUlK LfcRAS 

#©B8«i&«:38ffi Lfc*MWtft*-f LfcmRNAS: <i> t tcDNA^ 
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J?? V— £#5 (Nucleic Acid Research, 16, 7583, 1988) „ iE5W|- : 1 \Z. 

St£^- K-T5*°y %t u*^ kst, w t*;*-y ^i^i&ft£l^&* 0 y i/^- 
jfcb-fsL (si-5) b<Dm&<&mz.&<i^xi>femi5tiZ> B i-t£t>-tb*&Wtz, sl 

(si-5) i©«fnttsrflix.«^y \?*y ^(Dmftk^tto ^.tibcD^mm-i. sl 
(si-5) zm^xmrnt^/^nzx? v~~^i?ir%^biz£-oxmm$xhti 
&®mzm&.irz>^b&x'Zz> 0 fctx.tf*5sw*b^aufc sl (si-s) 

IMl:^ Ufcfc 5 fclW If^-y V<DcDNAt^:jo^/^-C1233-1592#S ^^i~5120 

r ©««€:«fi£i- 57$; bhr#m> b ft 5 * >v< * S£, 5 v >f±r <dt s: y msa^u 

fiSc"f"5 0 SLi: L-T(5 accession number AAA65590 (nucleotide accession U03877K 
138449, NP_061489 (nucleotide accession NM_018894), NP_004096 (nucleotide 
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accession NM_004105). Q12805 M#5fe&*b5 S1-5*I"<* JK\ -ttlfe 

fcS^lLfc^yv^ff-CfooTfc hw^D^y^* (E5IJ##: 2) 
'^-r^ett^*-r^.^W^ 0 ^KS^ffiV^S^lt/?|Sx*#?.(Lecka-C^emik, B. et al. , 

Mol. Cell. Biol. 15, 120-128, 1995; Heon, E. et al. , Arch. Ophthalmol. 1 
14, 193-198, 1996; Ikegawa, S. et al. , Genomics 35, 590-592, 1996; Katsan 
is, N. et al. , Hum. Genet. 106, 66-72, 2000; Giltay, R. et al. , Matrix Bi 
ol. 18, 469-480, 1999; Stone, E. M. et al. , Nat. Genet. 22, 199-202, 199 
9) . 

(DVmtck V&M-tZ^ t*s-C#5tes W®^©^Brift&3tfe^£A, fcSi/^tt-f 
^ tf h P^f^tMSMttlc^V^-C ^ ^ ^ «*5Sm * -BrS C -fc let *) C £ 

lis ^fcxfc^So 

ytiiEg^i§«i-^t-5Stt^^-r6^^^^ s ^if fetb^o s/y if^-y vi± 

T*519. E^jfcSBteasi^-ni Apical Ectodermal Ridge (AER ; #\-E£MM%k) *3-t 

i^OTlt ^LS^MtrM^^i^ofco ->y tf^-y 
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fc«H£# W £ jx 5 r t tc «t o T <b flfcB-T 5 C £ X % 5 „ 
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y*. pp246-251. ^±%t, 1991*F3g*r) 1?Uit6ri#t#6. <t X (iHS© 
DNA£^ a— =V^i-S^t^'5Itg-T?fc5o «fc 0 ft? J 7? V ~t LTfi, IB 

NA^M^St-i-SitS^Wg^^^P^tfCV^ (Proc. Natl. Acad. Sci. US 
A., 79:7258-7260, 1982) „ £©#8n?tt, LfcVvfc^* ^ h <SrMffl^ 

teffi-T* ritiij, :/^-M^i£S*f - 

gapped duplexfe^MS&6 (Methods in Enzymol. , 154:350-367, 1987) „ 
t5»t^^^t!) KSr^-Y^y ^X£*3 0 fgijPSS£i!f 

ic «t t) sow? UTi»Wb:$* fc^* ^-s^otaM i *#idna£ n «rcsi*t 1 

f -e*»L, It7-f ^-v 3 yfs ' t ia 9 ^ 2*i!S^^ ^-i t5. 
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^w&w; (mm^: 2) kmmmmwte?y's<?m^iithz> 0 &i?Mw.mz. 
?^s*?n(vmmzmmt£ h^-<^(DTxy^mwr^m^ti^m^xmw 

x.«y^, Ty^-V, t^.^-^^) x tt!7 5 7i (^xiiT^/<7=¥>-^ 

>^ff& t*^tp) £fc«:TP£ (mint v^-js'tj ir^&tr) 

X 0 (polymorphism) £ ^1" 5„ ^ (D^m^Mi^ iot4 CfcMSH^J 
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iA> 43«tU5/*fcttf«j-j!jpbfcT5yBNE?iJSr^rU IBJ)J#-§- : 2 fcfBfcwr 5 y 

^WfBW#e>tt, *mw<D&fc^-&fem(£>mm*b?v-=->jn^ torn. 

l{C*5tt51293-1295{Cft^i-5gca*-^fl|L-CV^5. -t©*^ @B#J#-§- : 7 

^SffJt^^n-^t u rut /m- zfv&sf x-rs c t as-e# s#y * * k 
UT^ixs^y/^fttti/y t*^-y yili^i^f^^y/^t^f 
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ftfe* h yzsi?^ hta^ttts Mrfcmawi±it 6xssc, 4o&M'Ar $ F\ 

znbtizx oizmfe-rzz. tte&mx*hz> 0 
tenuis/ ^yyo^B^n- K^-saKy ^ j> K^¥it^«rig-efo 

*3SWK:«tS#y^^i'^m, *©A3fe«rWfc>*v\ 1"ft;b*>, cDNA, 
KU5SIR9,atei*#^SfcS<3<^«(04ftSia9iJSr*i-S#y^^ v^"5=- K 

i 5 ft'M' y y *v > 3 y&ftH$ *f ijffi Lx^i £ y * * k# 

a-Ki-S^W^Ktt, 31^. thW^!)y (BS^J##: 2) ^T^y^SE 

Ji50%^±, $bU:#SL<fi80%fiJLh (0OxJi\ 95%£l_k) ©Kfl|©ISl—ttS:^ 
To m&WP&T 5 / SHEBfllOIBJ-'ttW:. V* y h fcflJ/B Lfc** a 
3fiM h%P\m\,Xft OZtfrX-ZZ CWx.fi 0*DNA7*—^^^^ (DDBJ) t^*5 
^T, FASTA, BLAST, PSI-BLAST, *3<tTJ^ SSEARCH ^(Dl®mtiE&M&%lMX*% Z> IM 
XLfi B^DNAy*— (DDBJ) <D& z*-?^ hcD^Pfcfc&lfi (Search and Ana 

lysis) v 5 ; http://www.ddbj.nig.ac.jp/E-jnail/homology-j.htmlDo ^fc. 

National Center for Biotechnology Information (NCBI) {:i:joVvT\BLAST : £rflil'» 
tci^m^V itmS («*.«NCBI©*— i^<D«?3i^W h<D BLAST CD 
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v 5 ; http://www.ncbi.nlm.nih.gov/BLAST/; Altschul, S. F. et al. , J. Mol. 
Biol., 1990, 215(3) : 403-10; Altschul, S.F. & Gish, W. , Meth. Enzymol. , 1 
996, 266:460-480; Altschul, S.F. et al; , Nucleic Acids Res. , 1997, 25:338 
9-3402) ] „ 

MX-ft Advanced BLAST 2. liZ&VZT $ J BfcfiSW©IBIH*©lUiJt±, ?v>fy 
-Mdblastp£r£?V\ Expect{i%10 s Filter^±T0FF{e: LT, Matrix {CBL0SUM62£ 
Gap existence cost N Per residue gap cost., ifo^Xf- Lambda ratio^T-^iT/ 
■£*L 11, U 0.85 (r7*/VH) Km^VX^m^n^\ m— &. (identity) <D 

0. (%) (Karlin, S. and S. F. Altschul (1990) Proc. Nat 

1. Acad. Sci. USA 87:2264-68; Karlin, S. and S. F. Altschul (1993) Proc. 
Natl. Acad. Sci. USA 90:5873-7) „ 

<Dx*h% a -ttefrib&mmi-t. ^mw^x^xmmzftz^; t^y K-r 

-a-fro T>^-lr>^(* s it^^^^^^pi.*:-rsfcfe{C s 15-20^^1^^ 

&< £t> 1 5^^ K0>M&ffo# y KlJiBB-f 5. -tb^<D3^y 

A--T (tctc LRNA<50^{4 U) , G:C«)SSStd»e>/j;*2*«©nK©— *©<K|C 
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*i>&< 1 180%, =fc D & * U< {290%. * fetcfr & L< tt95%^_h«Ditt36K^I±o 
5*^ l/^Kt^yy y-f Xi-5sJ?y 5?^ WKtfcot,M< £%1 55C 
t«U\ «r*ttfct±, xhVl/i?=zi/ hfcW^JJ ^f-i/a ^<B&#T 

ztit><D#y*9i'*°? bit, >v tr^-y ^it^^m^ii't's^^t-rsx 

d-X^X7-r^-<t LTfffl-Cfe5„ ^(CiS^P-^?^-?-^ # 

%.bntix b y o*-e«i#^6<)^N-rxy x&*smkts:z>£o ^ 

y tr^y ^ic#^6*j/j:ia^jicMLTwyy ^fx-?#sit3£E3ai&i$o 

few WD **m®ttzz.h& r 5!i&-eibZo HrfW&icr*, RAA#j&»b*H*$j|&w 

(synovectomy) O^W^^^nfemi^^Sr t> £ fcCOttJ«A*b»BI 
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5rt*St»#S (J. Clin. Invest. 92:186-193, 1993) 0 EUXbfcWS^b^ 

^sb^ij (ga^J## : 2) ic&i^-c 1 1> u< rtttftor 5 ;Mt>m&. tt$a& 
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{cM^-^-eit^ill^^ft: (recombinant) £ LT#-5 r t t>t?# 6 0 V/ tT 

-T r t dS-Ct 5 0 P GEX-5X-3{i^5|5jt^^ S-h7^7x7^t* (G 

ST) fcO»-g-^^^fft LT3S3S$-frSilt3&St?#S (Gene, 67:31-40, 1988) 
<DX\ W V* K-T 5«^§rm^^fdpGEX-5X-3^r fc - h a y * 
-C'BL21^i; 5 fc*fflH&Kfc:*A U aSySfci^lSffl^fc: isopropylthio- /3 -D-g 
alactoside (IPTG) Srgfe&PLTGSTiSlfc^W k*^-y ^<Ol&,&W&t*. WW 
y y|r3- Kt5ie^ll jt^McOcDNA7'l'^7 y—^££IM<b LTPCR^T' 
*B#f 5 C t iz X *) # 3 r t a* x* # 5 0 ^fgPJ £ § GST li ^/w 9 f-* >± 7 T P 

W t'^-y^co recombinant -5 fc J* t LTIi v d CD 

df=Ln^^^^ — SrfUffibfcJS^t^ffl-eifoS (Bio/Technology, 6:47- 
55, 1988) „ Hl-s 'tfLIKlfeCO^IJi&^flJffiLT, CMV S RSV, feS V^fiSV40^W^ , P 

l/huW/l/^^- TtV^/I^^*-, XtVB£#?^/U;*-< 



WO 02/052007 



24 



PCT/JP01/11289 



oH*°t 0 ^7-^ifet*fe5 (Immunochemistry, 8:871-879, 1971) 0 ^flstBi 
&4k*QX&% (Am. J. Med., 21:888-892, 1956) D Mf»iiSf&ttm 

if^-y >-©sis«tt*«»i-*Lti, t y^©iT© w a / r >>t^ <ht? - 
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£>LTi^t%;lfeft5/c#\ w \?*y >k y 5tfyKtoife^oy^t^ 

fc)©#8sf;:.k*» W tf^-y ^©^^^im5 0 If©M«iot 
^ y ^ p— -tTUtfflfcSrWS IHT'#5L (Harlow, E. & Lane, D. ; Antibodies; 

A Laboratry manual. Cold Spring Harbor, New York, 1988) , %iWM£Ml&t: 
>7 u—~l/<?~r& r^(Ci"9^y^a — *vM5W*:&#5 ^ 1 1> -C# 5 (Kohler, G. 

& Milstein, C. , Nature 256: 495-7, 1975) „ -ty^P — tvl'trC^ti-l' J*JT-y 

^feffijBSt isX^mfryy ^yy«t lt.otwt? /HttE2WSr-&t^<^ 

Syno-P3 (SLALTGAVVAHAYYC/gBM#-^ : 3) , 
Syno-P2 (TCRMDVLRASLPAQS/gB?IJ#-3§- : 4) „ *3±IJS 
Syno-Pl (GMTTTAAGTSATAC/gE?IJ#-§- : 5 ) 

»©ia#s&Kfc:fi % ^^^-r-^^v-r-vCKLH), 6 ^te^>jk?f 7-/1^/3; 
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y(BSA)$s«rJBV>5££as-c$3o &£»4fcK:Wu SUM^ -?r>;* % 7>yK -V^ 

hTi?=L/*^h (FCA) «JtiS-jftK:fflV^tb5 (Adv. Tubercl. Res., l: 
130-148, 1956) 0 mmt£fflffi-?$!.m%&mL, ftfffi©±#?rtiUci^6t? 

^frtt. RAA*©fffl|jHBJte*filfl<Jt LfclifI~>^fA (Drug Delivery Sys 
tem; DDS) fcjf «t5 W t'^y >*BI»-fS^Sr^ofcIlDS 

fc:*s^T, ttfrt y y ^ ^ 1 5 i i: ia !3 f fflttWf 1 5Mt Ltd, Fas 
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5rt*st?#5 0 #3893 <DW if^-y ^^^STti N *&K::J3V^ttAHn?3S3l 

5fe^MklW^#BJa*^t±, WMfrt (in vitro) *fcf±£flcfc (in vivo) fdjo 
V^T, fl\ & N Hi. fl&«S, fcitfflffO^f (stroma) aWc£*t-5 (S. 

A. Kuznetsov et al. , J. Bone Miner. Res. 12, 1335-47, 1997; D. J. Procko 
p Science 276, 71-4, 1997; C. M. Thompson and R. A. Young, Proc. Natl. Ac 
ad. Sci. USA 92, 4587-90, 1995; A. I. Caplan, J. Orthop. Res. 9, 641-50, 
1991; A. J. Friedenstein, Int. Rev. Cytol. 47, 327-59, 1976; M. Owen and 
A. J. Friedenstein, in "Cell and Molecular Biology of Vertebrate Hard Ti 
ssues" , D. Evered and S. Harnett, Eds. , Wiley, Chichester, UK, 1988, pp. 

42-60; A. J. Friedenstein et al. , Cell Tissue Kinet. 20, 263-72, 1987; B. 

A. Ashton et al. , Clin. Orthop. Relat. Res. 151, 294-307, 1980; I. Bab e 
t al. , Clin. Orthop. Relat. Res. 187, 243-54, 1984; S. E. Haynesworth et 
al. , Bone 13, 81-8, 1992; A. I. Caplan, Clin. Plast. Surg. 21, 429-35, 19 
94; &]Z-t£Genzyme%t<D<? ^.Tf-f-J h http://www.genzymebiosurgery.com 
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/) o 

^ft4mm%mm*nm. f gfifcte^r$rfc£it, ammmmn (adi PO 

cytic lineage) % ^C#^fflflfe (chondrocyte lineage) „ :&<fct) ? 'Pi*&BJfe^^iJ (oste 
ocytic lineage) ro|BJ)S£^J&£ii:5 C t d s T*# 5 (M. F. Pittenger et al. , S 
cience 284, 143-7, 1999) „ 

-fyi/aily, ^i^vK^^^vMSlcfc ^ft^-T^ 5 (M. 

F. Pittenger, *S#ffjR5827740^-, 1998) „ 4fe#8llJ&^<D3Mbte, «X.tf> JS 
•C^teiOHMSftH/J^fcUfctft, jk^^^JfeV^m^-C transforming growt 
h factor (TGF)-/3 3 T»iHI«i"S w £ £<fc ID £it&1tZ> ^ k § (A. M. Mack 

ay et al. , Tissue Eng. 4, 415-28, 1998; J. U. Yoo et al. , J. Bone Joint 
Surg. Am. 80A, 1745-57, 1998) „ #«^<D$Mb«:, MZ.ti 10% £ v'fl&Jfcjfo.fi 
0#£"F\ P< * V" >\ J3 - ^ u "fe P -/V V >Wk. &&tfTX^/l> fcf ^gfe-c^ 

^-f~SC<t 3 (S. A. Kuznetsov et al. , J. Bone Miner. Res. 12, 1335- 

47, 1997; D. J. Prockop Science 276, 71-4, 1997; C. M. Thompson and R. A. 

Young, Proc. Natl. Acad. Sci. USA 92, 4587-90, 1995; A. I. Caplan, J. Or 
thop. Res. 9, 641-50, 1991; A. J. Friedenstein, Int. Rev. Cytol. 47, 327- 
59, 1976; M. Owen and A. J. Friedenstein, in "Cell and Molecular Biology 

of Vertebrate Hard Tissues" , D. Evered and S. Harnett, Eds., Wiley, Chi 
Chester, UK, 1988, pp. 42-60; S. P. Bruder et al. , J. Cell. Biochem. 64, 
278-94, 1997; N. Jaiswal et al. , J. Cell. Biochem. 64, 295-312, 1997; S. 
P. Bruder et. al. , J. Bone Miner. Res. 13, 655-63 1998) 0 

*fc, 4*rtCfe^tt^ Mx.te^t&ikmm^feWgfo (in utero) — <D® 

m-£Vs ifcu-M. mmm, mm, >mmm, ■wmmmmm, mmrmmm 

^ftib&tZ>Z.b&X'%Z> (K. W. Liechty et al. , Nature Medicine 6, 1282-1 

286, 2000) o ztitb(Djymz.£<9^ &m$tiit&Mmm?fkmm*b. stKWrt 
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mutt <t'^ia^^*5 ^ t ^r*# 5 0 

ftn^s#oik^T*(^ w tf^-y ^(D^mtm^m^m-r^^ t^x^^\ 
mMJiS^iiMMiii-s y.if^ ki^lt^ w t^y v^^i-STc^x-fes 

/ t-^-y ^co y uis h°k<D&£-*fe u m&t Lxmmmm<Dmmi>mm£tiz> 0 
tLx^(DmmmM<D^nmn.^^Rk(Dmm^m 1 ^bt^\ 

ii) ii) It Dro^ttJ^^r, RA<t ^ig#(t-5Xm 
-r^-rtL^o-^-^— Sr/BV^r ir^5-e#-5o -tvb©-^— ^-^S'J^fefi, |5E 

• w tr*-y >£fcfi>v k^y ^ < h^^j^^^7 p ^ K> 
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• w t^y >£fc«>v t^y ^t^iftte:^^^ K^^-f-stfcft 

y j: <o , w tr*- y vt^s^stt^ti lit lt w e*- y y« y #v k 
a) mkit-kifo*, t^y >t> l< r±w ^y ^t^^i^^ 
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-^»^J^bfc*^}cS<3< y k<3d^^ y — -yjffetfuimxib 

5o fllx-tfrfTJKtf) Two-hybrid system SrflJJB U ^fV K^n - ptSife 

ttStsJ'i'fy V — a>6 W fc'^-y X^-^-r-S^W^^WSr^— K-f Site 

D-iliW f^y ^SrffiV^li^^ y VVtfi/ n — =. 

/ f^-y >©3c$y #y KT'fcSSL^HmUfce SLtt, HMKffflfl&^ffilcjfeS W tf 
fe&MfDffimbMT&lrziqmmsibZo SLtt, W t^y f£<&*g£-i5ttfc:2£-3v<» 

-%mxhz> u M^M^^fc-y-^ y?-mz£oxsL%mfe-tz> z t hx 
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5 0 *3swt-s<5< x w t^y i/t ->y tf^-y ^y \*to>i&&&wm-rz>f£ 
a) ^{k^#feTT% w tr^-y l< »w tf^-y ^tmrnm^nmrn 

a) iiatfetti^Kias^T, ®m\&m<D*s y ir^-y yt b< tew t^y ^ 
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Mm t LTWu fHft^©^TT'Ig a ) t m Cm^* ft 0 CI t ^iflt 

(DVtf^FbLXiZ. «^tfHK«lce««)SL (Sl-5) Srfflv^ii^-etSo =ft 
&#j(Cf-£ accession number AAA65590, 138449, NP_061489, NP_004096, %tz.\~& 
Q12805 {c4#X&$tb5Sl-5^^"«^flr^ k't!l y^y/^f (C^fSffitt 
^tt5i^ -tn&lStSflSlLfc^W^SfSrfflV^^tAS-C^S (Lecka-Czern 
ik, B. et al. , Mol. Cell. Biol. 15, 120-128, 1995; Heon, E. et al. , Arch. 
Ophthalmol. 114, 193-198, 1996; Ikegawa, S. et al. , Genomics 35, 590-592, 
1996; Katsanis, N. et al. , Hum. Genet. 106, 66-72, 2000; Giltay, R. et a 
1. , Matrix Biol. 18, 469-480, 1999; Stone, E. M. et al. , Nat. Genet. 22, 
199-202, 1999) „ W If*- ]) is £ y; \£* «J y V Yh ©Sfcfett, 
Z^m-fZ W is b < fcttRWfcff 0 - b &X*% 5 Q 

K b vM^-y* ny^tStotJ^yKi^ny^t (Dti^z. btiZ>. 0 
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WW!»y!J}yyKT?ib5Sl-5tis Malattia Leventinese (ML) *5«tT>* 
Doyne honeycomb retinal dystrophy (DHRD) (DffimiAte'T-X*foZ)^b7!)^ife£frl 
Tl/^S (Stone, E. M. et al. , Nature Genetics 22, 199-202, 1999) „ ~*Lb<£> 

^HB£ (drusen) t mttlZtt.Mm*£. tiUmnmMWEfc (age-relat 
ed macular degeneration; AMD) iftf£lLfc3E^^t 0 Z.tLb<D^ t frb, ~> J 

a) MfE^&^oT, Wtfb-^ow »y yia^^^t/i'fei^iSt 
&5 0 frS^tt, XijSa) fcjfc^ fel^-g^Sr £ 9 {SV^^T-^tf^a-TfooT 
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So 

*3SWici*5v^ % w b**y v^i^v-^^e^tfi. w tf*y yit4t?) 
m^n^^^-i-^mai. g><<Dm&.& : ff&tz>z.b&%\t>tix^z> 0 4xm&) 
eta, y^wtib^r-tzf-Mkizxox, z<DW&we>m&&mm&frx^?> 0 * 

frLxTffioi/y-tfrft^-ic&mzinz z t btix^^o i&m<D*/s tr*- y 
^t*wiia*i}«[^s:*-r5^t35^. w br*y ^sr^u«:^^eait*fes 

*y ^mt-is y ^awbtfMflSrJLffiLfc. tot, w tf*y y^tsv^t 

-f^^LTl^S (&lfeE$glJfK Bioscience^m9'<^7 y— x &fTJ£lM 

J-visls^-r—Wijls (VEGFS^> PDGF^fr, HGF^fr, EGFg5g# 
^nS/-^**:7T*— ifK^-Y V (RPTPft E) , *fcfi 
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± V K/- 4 is (TGF 0 SWteft if) 

wyvD^y Ktaot h y #-£*l5>v t^y >-tf>->^7vM£i§«;L-5 

t'^-y >-y ksi-5^^vn§ - <b#T'#5 0 fo£i^>y tf^-y ^y^> 
&&Tx*®imib^m<DrEm itw-mtz cii-j;^ i^wt^uy 

tt\ Mx.«^b^*5j;T>* [ 32 p]iEy i ttcw t^y ^mmmz-f 
&n&®)&i-%o m^vtim&MitsDs-PhGExmm^ ^h7^7 7^-(- 
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y-ate^^^A Lfcflm&fc *fa s Mi*-f htt a wmfc&fote «t o w if* y y^ £ $ 
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ikisjf^frmf ?>tl5, MeW^ie^'J^T^ (SMART: Simple Modular Axe 
hitecture Research Tool (^ac^lM h t>#88 http : //smart, embl-heidelberg. 
de/) Schultz et al. , Proc. Natl. Acad. Sci. USA 95, 5857-5864, 1998; Schu 
ltz et al. , Nucleic Acids Res. 28, 231-234, 2000) icj;0 x ]) >\Z. 

Ring finger ^r*?" — ~7 (Joazeiro, C. A. et al. , Secience 286, 309-312, 1999) 

ff}C#ft-f SC.^ftJibtbTV^ £fcRing finger ~7\^ Y2^^ 

^Rtf^ t^f^^ffiv^TSfi&f©^ t'^v-fk&l&W-rs c £ let 
9, ¥Nffi£*i5 0 w tf^-y y t E2^- t'^-f fcttSflSf i 

fcsv^iv-/ tf^-y v^tprLt^^^y - \?m&&t£k*&tkmvxt> 

x7x^y 3 yLfciSSa#U [ 32 P]«S*3.f*^&^UK£«, Sc^^ 
^-il9^W1-S 0 SDS-PAGE^C J; OSiU t-h7W77>f-Srff^ 
cluiijv'/ t^y ^©aLlfdf^^y if Stt^^ttSi--5 r fc36S-e%S (Hashi 
zume, R. et al. , J. Biol. Chem. 276, 14537-14540, 2001) „ 
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^ t^f ± t i oTMt5 r i 5 (Yokouchi, M. eta 

1. , J. Biol. Chem. 274, 31707-31712, 1999) 0 

£ft5o mtfvv tf^- y ^ i:E23- tr^^^tt-fb^^ offish zmm-fZik 
&m&. *sJ t^y £ ^^^^\t'y^-r^^%\zMM-f^^ t^T-t 5 0 

y Vfr.ta^^yl.^^^-rs^^M^-r^o ^J^(i*E2^^dr^V^^ x 
fc5i/M2E3^. f^r^> y e^M^&fcU&fcM+S - t X V s f / V 

toi9*^(a 9 W lf^-y ^Sr^-TS^^^iiSrWIflSi-SfiH**: 
^Irzik&m&msiirz z. t $ 0 w y ± 5 ^-^vi^tMSi- 

RAft £tf>*IMJ&*&Sr# 5 gg&O^Ktfs J:T*f&!K*:*T ^ "Til t * 
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w t^y y c t 

V*ftW<Dl)Wi(D3£m&mm&toffl-rZ> loss-of-function HHit^l 
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R{CJ; 9^ADNA(7)^^$r?t^i-S (Brigid Hogan et al. eds. , "Manipulating 
the Mouse Embryo : A Laboratory Manual" , Cold Spring Harbor Laboratory, 
1994, Gordon, J. W. et al. , Proc. Natl. Acad. Sci. USA 77: 7380-7384, 198 
0; Jaenisch, R. and B. Mintz, Proc. Natl. Acad. Sci. USA 71 : 1250-1254, 1 

974) „ ±m&mz.fefc^&mx£tifL** jE%nmt?m-rz>z 
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mz-fts pCAGGs#?ic^m-o^ t mnt h^7fp<7-ivw^>vNvi>— 

0$W#Ml$WM<DDNA&3§3H-5 h 7 = y ^ ife^f^f 5^ Cr 
e-loxP05R*ifSrf«ffli-5CfcAS-5riB"Cfca. #J;Ui\ !BJifc«rSW*fcriNFJiB«FS 
ft*:/**— *~<DT«tfc:Crey a^lf^— ^5t^7-Sr:fi-f-5 hyy^^y^ 

sf*=*-K-f5DNA©isa^*iiiis!i$tLTv^s h7^s?a=.jx^*t h^mmmft 

fcfcHf A^fc:«fc B 7*tV ^-^Ett#(ES)»lc^A t s 

-77- 1 LTfi, ^VBtt»^^^^»JM*jt^, *%7-<<~7WSl 

m-v—H—t ttli, 5?7f y T9fefc (DD-Afc^-^ HSV-tkftfirT-* if^W^ 
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Ki-5DNA^tp^^^-^r, ±IEtPllllfci#l?LiMb©Ktt<*«IJftfci»AU % 

©3tfc*«r3a#a£'fr5 - k x\ w tr^-y ^slo^M k vxmm-rz> zkh 
*imx*h% 0 

mkHho z<DW}%f*m^x, Rh\z.$frr smm&Mte&tofr&'t** u*<ofc&to<D 
nmttitzx? v<-~^y&fto^k&x%% 0 mmik&®$: ^7^^-^ 
mwK&^u m&<D%mtifri&mmzm&\.xfc&®<D®&zmwEvtcy., hz> 
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(Sl-5) tML/DHRDt OflBiS «fc 0 „ W tf^P ^^SLOjftU&rt^^/V^^tuS^ 

mtf*&»ft#tfWt. (* 

b) at^^&w^SrSHt-rsxe, 

to©** y -sy^fc o , • a ) XIB/ 2/ *>f ^thft^fctty J/^-f ^IW&Rl, 
4»M*gfflt53, b) ^-^-itfe^cDfgmi^/i^SJ^-rsXlI, *3 
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mw-^m^t'^^ y — ^^^^fe^rii, »{k-a^ra\ m^^-h^i^x 
s#^tL5 0 ymfc&m&, &mmmm^, &t&&. »i*i&tt, mm^A, 

mt^-m^m^Xh^m^^ naked DNAi Lt, RffM^> F7Wx^y 3 V 

a ) t^y y^fctew f ^-y v<ta^f-in^^y Ko^s^ 

*y v^fctew t^y y-£MiftKi^&* 0 y K©rtattyp*- 
a) H^^fa?S^4(D^ttl^^i^<Jv^T, »fk-g-^cDv'y t^y y^fctevv tf^- 
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ft -7" p * - * -Sttte, #J £ «fT«Efciilte $ tL-C V % 5 it^P<z>cDNABr Jt * 7 ° - ^ 
<t Lrb/— f^W^y ^-tf— > 3 ^ rt-PCR, gafrgW^- K-rsafiSTfc 

731=="— /I'T-fe^/l'h 7x7— t? (CAT) s fri/y^v—V. GFP (green 
fluorescent protein) -5 - i**"C§; S 0 W > : &B = f'<03&&&lSk 
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m^<Dmm, ? cr J >■ ^ ^ ^ — ^> h ^ y ^ ^ 3 V^ciM 
ft&ihh &T&tf. ISErtS#, ^p^#, &H§&-*k m$tfk 

* *j ^ ~ y * ft #i t? & < a % cd » ^ tz f 4 ^ <d m m \ z. & * -r a » m & m v > x 
^kh*imx-fo?> 0 tckz-ittmmi*. ut(dtm^^j t-^y 

b ) mmx y ^ u-^-^ K©»gi ^^zmfe-t -s xa, 

^-y >-^fc(4^/ t-^-y vt^ii^i^^Tidf y ^ K©^i^ift^ 
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7k, fL^j, mmMtet*tmm&*&ttxmmikLx&i5--fz>^kfr^ 
z.hti?> 0 ^mnwMm&mz, mm, ho-^ ^yt>;v 

mftmt, sas^ im^sa, 

^ihtpwk&^ttmmmiz x <o 1 0 omnrnt l-osjo. lmg/kg-m. 0 

g/kg, L < l-Zmo. lmg/kg~#J10mg/kg, £ *5 0* L< J±$J0. lmg/kg~$Jl. Omg/ 
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^nxh& 0 

TJ? 140kDal?feofc 0 

^^fe»i*lr^tt- h 7 ^t^7 7©?ST'fc5. &(DU— > (7°W^- 

m 7 tt, mmmmntftmmmfa&zjhm (a) fei^tttsi^msejia^ (b) 
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il2lt [ 3B S] 7 LfcHA-vV If * D ^-HAHA £ GST-SUB^* ?Wt 

in i 4 1±, txy tf^- y ^iite^AJB^ ?-(Dfflk&7Fi-mx'lbZ> 0 cw^> 

3„ feiFlag^^ (Flag-tag) tftfttc «fc «9 N Flag* W!) VM6S£W3i§m 
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•TSATG^ K WT) f-lacZit^^^A Ls zKv^-Y ^-t ^ 3 ^ 
(DT-A) «fc^^£*^#^:/i?l^;/ 3 >-^-#-t Lfc 0 ffiPim 

5 0 AM? Ofc^tiH'*;*) £9DNA£rttt£iU PstIT*^^(C, Ell 9{^L^^ 

w-efc So (+/+) % w \f± y ^at^Hf-^ py^rn-?^ (+/ 
-) „ fcj;^;^7!)w^ (-/-) ±«9riiNAfcttfflu wbr^y^ae 

^Slf^^n— yjcy—tfv^n y^-O'^Srffofc (±/<*/v) 0 T'^/UCT 
5o J&£l2. 5 0 UiZ ft mt}*£l3. 5 0 ffi (Dm*km& «t XJ^T p ? * SrLacZfc: J: 
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gflfc&tt-SW ttV ls<&5B9Ut3.* FGF4, BMP2. BMP4 <D&8Lbffi&L* Apical Ect 
odermal Ridge (AER; M^MWMd fc3£< btbfc e 

02 4ii N ^TvX&^VX(Dlfc£.13Bffi(Df&# (limb bud) <DWt&Wft<DLac 

(#-$fc#<OM) \Z.Wk%i£thX^Z> 0 ^-y^/HBF* X40 o 

02 5{±, ^Tn%M-*rVX<Dffi£.l3RB(DfB& (limb bud) OJ(0lS§))t-©Uc 

(#'*#©J1R») K:»^$ttTV^S 0 ^JJS^/H** x200 o A, B,*SJ;tfC 
HI 2 6 fi, B&&12. 5 B ft^io <t Timtkiz B tfrfcis ft 5 > S D ^Afcl-^tKM. 

<xci(D%m & ; \?jrv ^(nmmc&m ^stiitfes. **^©i 

03 0H\lfc£l5.5B*M:::fc3r*5W t^y ^a^^a-^^^wfri&sr^i-^ 
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^^^V^c-^!>^M®^^X^Sr^1-^T-fe5 0 I^SH-?* [373(+/+)] £fc 
te*y;\£jryi/^Tu; y?TV h^V* [372(-/+)] l^^7-yv»^f 

;\s*ft-$-vxmm$:ZMM£tt m<p +> 0 &®5-<Dm±m^vx (-) t>fL£i 

Lfc [371 (+/+)] o ^O^, MJfcfciTOjfc*^ P®^W*5<J;tm#<tt>^ 

H 3 2 fi, *yy if* y ^t^H^^flt^ (i3dpcj}£tfp) <Dfo#£ V '&bti 

ifcLTv^ 0 zcDmmt, # -tfc##te{cw t'^y ^B^LTi^ 
S^i^ts. iH^3£i (pi) 0 

13 3 3 te, 13dpc-r VXJ&ftOf&W X «9 #biXfcD3TO#lfflJ^^LacZ^fe^1- 

^T-fe5 0 (+/+) s ^;tft!)y«€^fp (+/-) £fcte*^ (-/-) 

T^^LacZ<D^^^.btb6 0 a^l (pD „ 
E|3 4{^ y;k'tyy»^fn^iv-77 (13dpcJ3M?) Ojfc^J; D#k 
frfc W£i§»;lfflI&<DLacZ&&:j3 «fc /Wv'-f y^-M^^t^lt'feS. Lac 
Zifttt^n-— (-f&frVW lf^-y V3§5IM) t7/l/v'tV^/V>-M»tt 
<^P~-}i-itUT^5 0 fltftftl (pi) o 

m35tt, (i3d P cji&fr) o&#£V)nL>titcV)ttmmmm<DLacz 
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\f\ mftm (pd c 

m3 6fi, tf^-y ^itm-^r U3dpcfl&f?) £>J&^<fc<9#& 

t>, LacZ^& (v'yk'tyyoM) mibfettS (200f&Wfc&#m) . 

El 3 7fi.^^^^<DK^cfc«9#btLfc^it^BllSW von Kossagfefe&^-f 
WtffeSo If&M (WT) , v'/f'^yyi^TD (Hetero) £fcf±*^ (H 
omo) X&^VX&3k<Dmife&7F£thT^Z>o *SJ tr*!l Vfc^f^a^ £ * (Ho 
mo) tfcV^#^«0®T^S«>P>*t5„ «#Sa (pi) o 

(*Htt&3; P 3) (^LacZ^Sr^i-^-CfeSo -9-zf^^-7/v^y\zfj:^X^ 
*Lfc 0 LacZ^fe (overnight) <Hfofc&, ^h^>!)yx^y (HE) 

@3 9ii, '>;W!Jyi^fp;y^7^ h^-^x (lacZite^y ^^-r 
04 0 fit, W tf^-y ^itfc^xP/ vVTV h^$* (lacZit^ / y^>f 

B4 1tts Syno-P3*^Lfc^^^jfe»OELISAK>*|*Sr*i-B|-l?fc4. 3{@fr 
(No. 1-3) ^e>#fcjfc.*SrS|^U*:ffiF*T*JRUTELISAS:ffofc 0 
OiLft (0«K JE«) fcfcHSHZlJB^fco 

|^4 2<is Syno-P2^^^Lfc-^^^ita.*6QELISA<7)^^^-ri2lT"fe-5o 3<@# 
(No. 1-3) ^fe#*UfiL»«:BI*Ufc«*-T?*!RLTELISA*fi l o)fc. 

IU4 3}*, Syno-Pl^^Ufc-^^^ikft(7)ELISAO^^^-ri2IT'fe5 0 3{@fr 
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(No. 1-3) ^e>^fcjfiLf**0*LfcfiF*t?4fr3RL-rELISA*fTofc o f&tfStrr*?* 

<Dskm (114", es) z%smfcm^tz 0 

to^xx^ypyr^^ (a) *5i^3te*«Bifefe (b) ©^m^-r^jt-r? 

<fc><5o 

B4 6tt, -yy t'ty y©is^^^f flag-w 

WUV^ GST-HA-^-t^^V, ATP, El, &£UE2(Dfc&TT*Rf&£ J &s fetFLA 
as^o IP: ^-SM^o 

mmmMZ, *0fa&#;M|-C* P hosphate buffered saline (PBS) T*Sfc*f>Lfc 0 
Lfz&m%%}5\mdi:1f<Dj;£ ZlzmWrL, 37^ 20ft 0. 25% h V ■fiyy/PBsmibZ 

fro tmb^ nrtfimmm <t <9 £#&;&$tK-&i& 9 m t * # b*w L c?&Bj&£io%4- 

J£#jfc»&^if^/l^;y^&^-^/H§fl& (Virology, 8, 396, 1959) (10%FC 
S-DMEM) ^ffl^tlll, 5ltB|^*ffl<DM^^-^±r\ 5%C0 2> 37^ 24H#F^ 

mm\^tc 0 i%m±m&nrc io%Fcs-mm*m^xmfrv#w?MMm$:M*)m%. 
v't-n-#fuc»i: v ^^m^^mmm^m^htc (The joum 

al of Clinical Investigation, 92, 186, 1993) „ i^^^^ltcB^^—^VX , 
1X10 5 fll^S#*?fe?tMliS^aO%FCS-DMEM 20mL(C^LX76cm 2 <Dig*:7 9 
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* o tct r 5 -C^^^t , 0. 0596EDTA/PBS 1 0.1% hi) ^> WPBS^mL^O 

-w^j^^, ^^2B#^^rti-!>-9-^ (123) ©siciiaitt^iiia 

a-^o X'bmfab^mtzm y ashman®. vtt 0 r (Dikm^^cx-mnm lt 
emu 2 ] mmM^jfiL^^^-f - s ^ ( y tr* v >-) <Dm^ 

MMM 1 T*#feRA,##10^^cO?tMlBlS^fc>Acid guanidine/phenol chlorofor 
mfelCTtotal RNA^tttUU poly Tfc*— XM^mRNA&iftSSiLfc (Analytical Bi 
ochemistry, 162, 159, 1987) 0 IZAP^<??~ (STRATAGENE*±) ^ffi^TRAM 
mmiWti&tncmA?^ 7 7 V -Z1$mK$£\,^m Vtc a picoBlue immunoscreening 
kit (STRATAGENEtt) tCfc 9 % ±|BH^J 1 (D&zmmmifofcihmz £ 5 immunoscre 
eningSrfirofc (IS 1 ) 0 n^tltcm&f 77~^ 
KpBluescript II S.K (+) ~» t L fc„ pBluescripte II SK(+){C 
jf A£ntcmh(Dm.mmmtMttPTmeTMRTMl3PrmerRV (Takara) £JE^y^ 
— 5^— ft (Proc. Natl. Acad. Sci. USA., 74, 5463, 1977) M^-3£ABI 
PRISM 377 DNA Sequencer (PERKIN ELMER) iC «£ <0 Ltz a m&ftfommmS&m 

^b^SH^J^^b,poly(A) + ^^tf2990bpCD^gE^IJ^PJb^{Cbfc (gg 
^IJ#-^: 1<D42-3031#S) o ^©$112^^1 *i®yfflfScDNA7-f ^7 y — 
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£>5'-RACE (Rapid Amplification of cDNA Ends) & (Proc. Natl. Acad. Sci. U 
SA. , 85 .-8998-9002, 1988) \ZX<0 £*~> J ]) V<Df8!W$ 1 5' -#«BiR^$C<D 
-«tfpoly(A) + ttSr&t*303lbp©*3£E#IS:&£Ufc (@E?iJ#-*§- : 1) . 
i£gIB?IJ<Sr GenBank (ui 9** o-^t-f l/c^ STOiB^ttft^^tbT 

ciufiw 3] t^y ^m^m^^ jco3§m 

etm^fla^JfiLtf^^ V Nfc-f A y X ^ J» -n ^^T*# bftfccDNA^ n — ^ 6 , 
W f^-y VCD— = — Ki"5cDNA (1799bp; ffi?IJ#-J§- : 1 <£>1233-3031#) £ 
©JMmEcoRlS^XholMSLttttS tfco EcoRI/XholCDBmSB^lJ^*«(C^OcDNA 
WftV S-h?^7*?Hf (GST) S&^V^fCfgm^^—pGE 
X-5X-3{C^A LTt^^ p V^ LfCo W tfjJ- y VcDNACO— £B£#A b/cpGE 
X-5X-3&BL21±Ji§W*{C42^ 45# t — h i/ a y iZ £ 9 ^ L, BL2l/synoviol 
in-GST gene/pGEX-5X-3&#fc 0 wOBL21&0. lmg/mLT Vk'V ]) V^trLBtgife-C 
J&£U 0. ImM isopropylthio-0-D-galactoside (IPTG) LT37°C-C'M(C2 
i^mmfi LiufEil!^ l"<*fH<D&m.&&sM bfc 0 &*fr$>8Bfc-ClHjJte LfcBL2l£P 
BST?ifci£8L lmg/mLy Affi'fbLO. 1% TritonX-lOOtCj; *) *imt\.tc 0 

ZtltzGS-lM&f «Sr£trBL21*3fc* ftyt77 

D' — .X4B (GS4B) tCig/B^PBSTife^U 50rtfl85nS!^^^ ^V/PBStC £ D § 6*) 

HJfetfiJ 2 T*# £ tlfc ~> y If^-y y%=i— K-TScDNA (I851bp; : 1 <D6 

0-1910#) C03'~^{C, 2 ^fO^V ^if^jfoJfcftlMS (hemagglutinin; 
HA) -tag^#J!)Dbfc~>y If^y VcDNA (syno-HAHA) Sr. ifjV^^-^ S-h^V^ 
7 a: 7 —if (GST) ^ * PGEX-5X-1 fcffiA Utt^ * o— — 
V^Ufc 0 syno-HAHAJt^^^AL-fcpGEX-5X-lSrBL21^:M*^42 t C, 45|^fc — 
h V a s/ ^ t£ ± «? ^ A L- > BL21/syno-HAHA/pGEX-5X-l 2r#fc 0 r COBL21 £0. lmg/m 
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lT^K°i/V ^Sr^tfUflfcifrCiMlU 0. ImM isopropylthio-0-D-galactoside (I 
PTG) £»bT30^T*H{C3H#^j#»bN*Ci£GST\ {^SteHASrfttebfc W tf 
(GST-W fc'^y^-HAHA) ^^^K©«5ISrW«tLfc„ 5l'fc<#lSife-C|II 
J|3ZbfcBL2l£PBSTi5fci%bfc:^ lmg/ml y ^--MmtibO. 1% TritonX-lOOti X <Q 
"T^ib bfc 0 "SJ^b bfcGST-> / If ^ y >--HAHA^ ^;<? SCfc^M^lEfe)^ V/* 
^fill^^ftyt7r n~*4B (GS4B) Mffl^PBSTifc^U 50mMj§ 
TcM^^^^WTris-HCl (pH8. 0) (9 g^i-TSGST-v-y tf^y iz-HAHA^ 

^<D^m\^ 50mMil5nM^^^^ffi®^^PBST-200^ N 200Ofg^L x 
25mM Tris-HCl (pH6. 8) % 0.25% sodium dodecyl sulfate (SDS) „ 0.05%^^^ 
h^fS— A\ 0. l%^UirP— ;K'felLfcf, 8% SDS polyacrylamidemm&Kj 
(SDS-PAGE) {cSfflUfe 0 SDS-PAGE^, GST-W U ^-HAHA^ ^ 

^ Fo7D->f^yyfeJ;V)t^oyiicte?ufc 0 ;ot^pvl(t 5% 

J*3r^$/I^£r^tPPBS-?^ N 60^P y *c>?&n\<\ 0. * M. ^ ;U ? 
tfPBS-e400ft{C%^Lfc^CHA^y o— f/Uffifc (Boehringer mannheim1±) T'^ 
fflU 60ft%,&fclfc£lttz o K/fc^, 0.1% Tween20/PBST?j5fc^b x horse radish pe 
roxidase (HRP) MWi^ ?*IgG6Wfc&2&#fc#i bT^& : C60#fe^£j&£-a\ 0. 
1% Tween20/PBST*Sfe^b N HRP^^tt}-T-5 - <b tC Jl 9 g ltt6tiSi» bfc„ HR 

PStt^ffii'«ECL^^ h (Amershamft) Srffll^fc (Clinical Chemistry. 25, p 
1531, 1979) 0 ^m*IH2^b/c 0 _b|EGST-^/ fcf^-y ^-HAHASI-^^^^K 
(O^M^ Zfr h , / If* y * ^ W(D^4tt^80kDa t }f$J £ tbfc 0 

M£#iJ 5] in vitrotCjott S^SW t^y Vjjfi^;!* >^^g<D^ 
W h'^-y . (SB^IJ#^- : 1) W^Sr^JI^^EcoRlWb, pBluescr 

ipt II KS^<^^— \ZM Abfc (syno/pBluescript) 0 -^tf)^ syno/pBluescript 

(ljug) £TNT-coupled Translation System (Promega$fc) ^rflfl/^in vitro trans 
lationjfe^J; 9 % fc^y V* V^KSrf^lfc^rtT-I^S] 7-</W*:i LTM$ 
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-&fc 0 V^y^/^Ltci/y tr^-y ^^-^ft^ 10% sds-page^/b L-f * — 'J 

T-y?4*f— (BAS2000, Fujix) til <£ 9 &tt?£t£&4&ffi Lfc„ ^£[3 3 Lfco 

i/y \?*v ^i&m^-frtb&mmxmmztiz^s ^^^st^sds-pag 

Bit X Zft^- Alt, mOkDaX°&& Z 1 7bm&bilfc 0 

eLa£ffj§S$cJ: 9 ^{^^mRNA^Stbfco r^mRNA 1 u f>%l%T JS n—X^^mM 

£80 o C, 28^14©® U 7 i V/vU>$!*T-42'C, ^if>f i/ 3 

^SrfTofeo ^V^T♦ 32 P^^tl^7-</^UfOy k^y ^COcDNA (I799bp; ia^J#-^ : 1 
<Z> 1233-303 1#) ^^P-^i LT42t, 12B#FhV^ 7* y *V X£-tirfc 0 Sffc^W 
p ^I^SOOmM NaCK 30mM sodium citrateTift^H^ 15mM NaCK 1. 5mM sod 
ium citrate^oT50'CT*Mj5fcjf-^^o/c 0 @ ^JCDmRNAfiX^I^ ^ /VA^lJfe^ 
*S^<t(cU; <9^tijbfc 0 C^fe^^fc^— h 7 ^^-^7 7^H4 \Z.7jkVtc 0 
W hf^-y ^it^^^ RA,il#S5l5•?t)iI^^gi<^L-CV^^,^<^^SrMi?)fco 

• mmm 1 -cuss* ufcRAB#ft^©?tm« 

• t blf^iWrt&M (HUVEC) 

• HEK (human embryonic kidney) -293T 

• mmm 3 xmm l/cgst-i^ w y ^m^* >s<t% (ish*^ v b n — *o 

#BJMj!i?*£{3:25mM Tris-HCl (pH6. 8) . 0. 25% sodium dodecyl sulfate (SDS) , 0. 
(&%*jVJ>zfy^?;—j\s, 0.1^Hp-;K-MI, 8% SDS polyacrylamide 
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tftfteft (SDS-PAGE) ^<fc«5^Slbfc 0 Sl>S-PhGE&&mmifo&te*l"<?mi. ^ 
l.^ f p y t ^ y ^feia 9 ^ F Pt;WP-7 (NC) JUlcfe^ Lfc e w£>NC 
Iffi^ftU ttimmmffctfilk : m : k, 2.0mg/roL(DGST-gB#v'y ^m&#>;<*W 
tS%X*J*^/l'?%MZ-ti Tris buffered saline (TBS) T'lOOOfgRl^LTM. 

WZttzLtcmmZmmz.?r^tz 0 Rmm<DW:m* 0. 1% Tween20/TBS-Ci5fc?£U ho 
rse radish peroxidase (HRP) WMK^^^lgOiKW^ 2 fttfiWt LX&UX60ft 
ft&BLl&mts 0. 1% Tween20/TBST*^U HRP^te^ffl-r 5 t \Z. i *) B iftift 
m^ttlbfCo HRPffitt<^ffiK:teECL3-;y h (Amersham*±) SrJE^fe (Clinical 
Chemistry, 25, pl531, 1979) 0 ^£11 5 ^ Lfc 0 

^yfP- (H5;+GST) ^V^TRA,il^•i*Vt^lBJfe^^±l^tU. HUVE 
C*3 J:rjeHEK-293TjNBJfi(^m £ *Lfcl^220kDa* m^n^^^mWM^M 

(D&mB.fo&Gsn-nfry; y ^m&w u *&i40kDa* y/^s, & btwciss 

kDa^^-?^Sft-*|-i-S^B*ESifet>— aJMbfc (0 5 ;+GST-*P^W ^) 0 

220kDa^O/^ K-C«^$nfcS0tttt, ItiKDtfZfrk ©KJfctt* fc £ 7* 
D^^^y (OT*KJ240kDa) . *>SVM*7 5 =.^<D^y^-^^ b (^4*^200 
kDa) ^<fcMJ£*L, Z(Dm$fc(Dfam^-5tf\-Zi/J XstV V(D5>^«^220kDa 

4ttJK)80kDaT?fc5o M*©^J5»b, W ^ y ^#SDSTriflM£ UfcV^fcfldlfii 

mMMixm$ii,t£RA&%-&%<Dmmmj&& 1% w-4ox-*imkLtzmmm#m 

^Mtfc. CCD^iRj? ! fflJ3Sfi&#?£te, 25mM Tris-HCl (pH6.8) , 0. 25%sodium d 
odecyl sulfate (SDS) „ 0. 05%* A** 7 h^f / — /K O.l^D ta-/K*feIL, 
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8% SDS polyacrylamidemM&l) (SDS-PAGE) fcl £ !? Lfc 0 SDS-PAGEm> ftlg 
#M&fc**i"VSr«U hP/pyr^y^cJ;^ hP-t/^n— ^ (n 

0 HEIClE^Lfc. £<DNCglfc*fU 5**3fy$/l^&An*.;fc Tris buffered sal 
ine (TBS) tfSfi, ll*M^P*A^lfc*, RAA#S*»fi|*fflJiaSr*« L#<b 
tLfc^^ffl^ik* (0 Sra^dF-^$/u^*JoiL*:TBST?lOOOffif* 

0.1% Tween20/TBST?i5fei£ U horse radish peroxidase (HRP) SIKfit^^^IgGgt 
#£2&#;#£ LTMU lB#IW^fiESJe$-&, 0. 1% Tween20/TBST*5fc^ U HRP® 
ttfcttttWS r fc K «fc 9 I WgtJSCSrtftUJ Lfc e HRP?Stt©*ttl t Bm* 5, h (Ame 
rshamft:) SrJB^fc (Clinical Chemistry. 25, pl531, 1979) 0 6 \Ztf U 

»KlMSttifiL»*ffiv^fcftgESfe6*ffo*: 0 1% ^jfofcT/K/S y (bsa) -C30#:/ 
p y^y^&^Tofe^Mc, l%BSA-C-100^^Ufc^^Mlfe^^^aT-60 

ULtCo D KlCte, gS?iJ#-5§- : 1 ©1233-3031#)£-C©W tf^-y ^^^17 
99bp#A bfcGST-il!^^ y^ g&m.^? pGEXH>X-3£BL21te&A83BS£-tt- 
Tcltfc^ ST SrJHV \ 77P*-^*7A*77^ v-T&O^ 

ffiKJ:?Jf^«UTGST-*P^ S yno-GS*9Ai Lfc„ M^ftgMm#*ft^*» 
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RJS^O**SrPBS-caB^, fluorescein isothiocyanate&gtt&i W^cIgGlffifc 

mmzLtk < ^«R^-r s - 1 *m*b r <D&-gKj£ji»#) 3 xim bfccsT 
v / y * ^ * jc ^ i o x mm $ ft 5 ^ t &mmx m 7 ± 

9&»tft5^<t«iretfc (H17T) c 

Xft^tz* GSI-Uft *y J if* ]) V^^V^l. Omg/mLfc 5 V ^ iiGST (2. Omg/ 

mL) ^^LmM^B^Jkftt^P^mi^^^^To fc, jj&jfUiHI 8 bfco 

^ ^Si-^^^^^KiCct «3HJb6>tLSr t^lS&btlfc (H8) 0 -*Px-C±fflG 
ST-^^Syno-GS7i^ro^«^^^ofcm«»^^6^^« v GST-GS*^ 
#bftfdftfttifcifcU Mtei^EfS-TSr t ^fe^tbfc (HI 9) „ 

gst-£&#w f^-y i/w&*i" < ?K*$mt ut. ^^wcyf^^ 
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tftf^fc«fc«J, *1"GST-SR#W ttV ISM'S* (lOOng/lane) &SDS-PAG 

EKJ:*>8cl&U NCj^fc$5^Lfc 0 1 &#t#£ LTRA.ft#« (5 0U)-S: Tris bu 
ffered saline (TBS) T?1000ffltffr3RU GST-*B#W tT^~ JJ I'Bte* l"<*fB.$:1& 
^LfcNCgttJ:StUr^il.-C604MfcSRji&§*fc o 0. 1% Tween20/TBST*NC|gS<Sr$G#b 
fc&HRP««£i;fc HgGtftfl:&2&0fcfl:fc UliafeO^jS^, 0.1% Twee 

%<Dikm^ ( 5 5 tettGST-£B# w tr* y vgk-g-* SC{-*j--r<5lni 

gGm^^-rs-i^febtbfc (Bio), — tj. mmmmm. (oa) &#& 

^jk^t^iE^t fifc^+lcteGST-gfl^/ Wliy^tSWttEfcbti 
[Ute^iJi i] li7^^7!i-0^^ y — =. i^ictsw wnyy^fy k 

Slifc«2^f^LfcRAM»ft*JlSl**©cDNA38S9>f ^9 y-£J^T, W 

t^y^y^f^K<D^^y-=-v^^fro7b (fr»Jke, m&&®M. *u**r- 

^T/HJPv-y-X K ^>-^^®<D^P B 1tBS^*^fe" s pp. 66-67. ¥±tt; 
Kaelin, W. G. et al. , Cell 70, 351-364, 1992; Skolnik, E. Y. et al. , Cell 
65, 83-90, 1991 ; Sambrook, J. et al. , Molecular Cloning, a laboratory ma 
nual second edition, Cold Spring Harbor Laboratory Press 12. 16-12. 20, 198 
9) o y^izf^V— 77- ^Sr^C»*f (XLl-Blue MRF* ) KWX^ZOftViM J'**'*— 

lOmM IPTG lca«fbfc«<S*ft$-e:fc=. hot^D- * * l^&TV— Heft 
it, $^id37 0 C-e3.5Bt^*^=ffofc 0 * >:/ W£|I|lRfL [1 
OmM Tris-HCl (pH8.0), 0. 5% Skim milk, 0. 1% TritonX-100, 150mM NaCl, ImM E 
DTA, 5mM MgCl,, lmM DTT, protease inhibitor (complete, Boehringer Mannheim 
*±) ] T-5;9fpQ^^£5[HtfTo7c^ Zfuy*l/-!f,<yy 7 — [10mM Tris-HCl (p 
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H8.0), 5% Skim milk, 0. 1% Triton X-100, 150mM NaCl, ImM EDTA, 5mM MgCl 2> 
ImM DTT, 5% glycerol, protease inhibitor (complete, Boehringer Mannheim 

^*-f~ i?A-e 32 P7-<^Lfc gst-w tf^rv >(^Jfe{5ij3-effiMbfc gst-^v 

J ^yP^^ltiDi (#*J10 6 cpm/ml) , -f^*^ 

— Y Lfc c * U^Vfc(Dj] tyl/ h/5^1kcpm(C^S*-C?5fe^^ ^^XL^ 

(SL) t^ttttfco 

SL^eDNAMo^T. ^^5' 5fc$$#i£<£>100bp. & *^#i£<£>100bp(3:o(^ 

£^5, *^^5^W100bp(^*3V^Tf4Sl-5 [Lecka-Czernik, B. et al. , Molecula 
r and Cellular Biology, 15, 120-128, 1995; accession number U03877 (cDNA), 

AAA65590 (protein), "EFEMPl" i P^liftS : Stone, E. M. et al. , Nature 
Genetics 22, 199-202, 1999; accession number Q12805 (protein)] £P?JftL<5 

[Jiife^j i2] y -if y7*o >?mz& 5SLit^©i§^ 

«#1J 6 £ |f3&fc:&fI*Hlft£ 0 mRNA£« U MMM 1 1 ~C# 6> tl/7cSL<7>cDNA 

1 1) o 

HEK-293T 

1 ■CWfilUfcRA.M'43fe05ttl8l«lJfe 

A549 
HeLa 
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IMMM 13] yy tf ± V y t suntfe^ 

SL cDNA^r^ii^ 3 iP^pGEX-<^^-iC#AU GST-SLH^ W^ST£f£ 
ML, 10% SDS-PAGEtCGST-SL (500ng) , = 1/ V o —/l/fc LTGST (1/zg) £31^ L 
7b. SDS-PAGE^. h^^P^-7 i ^^^(C c t«9-f>i'o^{-^L.7c 0 

P^dS^ 6M guanidine hydrochrolide. 5mM 2-Mercaptoethanol £-g"tp50mM 

Tris-HCl ( P H8.0) -C1B#WK M.-T?2£tt & ii\ 5mM 2-Mercaptoethanol. 0. 05% T 
ween20£^tf50mM Tris-HCl (pH8. 0) T*4t. — BfeMLfco W^Stlfc^oJ^ 
fl^fi. Blocking buffer [lOmM Tris-HCl (pH8. 0), 5% Skim milk, 0.1% Triton X 
-100, 150mM NaCl, IraM EDTA, 5mM MgCl 2 , ImM DTT, 5% glycerol, protease inh 
ibitor (complete, Boehringer Mannheim^t) ] Ir&LgIL, Blocking buffer (0.5% 

skim milkJM^{i±f2<tl^C^)-e)5fe^L/t 0 -=t<D^ TNT-coupled Translatio 
n System (Promegaft) ;&t£pcDNA3-HA-W fc'^y V-HAHA (M^W^ : 
;ty VcDNA 1851bp;60-1910{e:HA-tag$r#inbfc^y tfjj-y ^cDNA&3g^<* * — 
pcDNA3{^AL£) 2rffiV\ in vitro translation^ W 3S S] 
t?*Vl/-UXMgjL&*lss<*W ([ 15 S]HA->/ fc^y y-HAHA) ^P-^atffl 
V^-f P ^±WGST-SLS.tJ ? GSTt ^fiT*2B#P^J&S£-fr7t 0 ^Wt/f n 1 
OmM Tris-HCl (pH8.0), 0. 5% Skim milk, 0. 1% TritonX-100, 150mM NaCl, ImM E 
DTA, 5mM MgCl 2 , ImM DTT, protease inhibitor (complete, Boehringer Mannheim 
tfc) t-Sfe^U ^^-^T^^^if- (BAS2000, Fujix) X-»ltStt*^t±J Lfc„ 

vymizm^ztiitGST-sim&*f<?wi: [ 35 s]ha-w y >-haha(±, m 
%-<D&&&M&£tit£ 0 &tc=i> ;u-c&5gst£ [ 35 s]HA-~>y tr^y >-haha 
t©^tt»«>e)ix*A»ofc (mi 2) „ c<D^^^, tf^-y ^tsui, * 



WO 02/052007 



67 



PCT/JPO 1/1 1289 



[*Jfe^l4] MTTT 
^IJt0l] 1 -CMbfcRAA#*3femiS«^5X 10 3 cell/well t*£Z>£5 96 w 
ell plateSrJBl^ffUffiU GST* fc {iGST-£|5# f / U ^**^SIflro. 01-1 u M 
i ?lZfflW&±^KWitoLtz a i&m3 3- (4, 5-dimethyl-2-thiazolyl)-2, 
5-diphenyl-2H-tetra 2 olium bromide (MTT) /PBS ^rlfflJS Jhfn £ 'SsJO L s 37°C, 5% C 
0, ©*#"C3l*im(f**ffofc 0 *g*«iNMa-bi*Sr5l 9 Ifet dimethyl sulfoxide 
jriOUTT formazanO^BB^^bSRMSlJ^^fTofc (Journal of Immunologi 
cal Methods, 65, 55, 1983) „ 10%-FCS/DMEM, 37°C^ 5% C0 2 0>2fe#T"C<£>RAi£l# 

1 3) „ 

— ISpCAGGS (Niwa, H. et al. , Gene 108: 193-9, 1991) UCWfg U 

^e— \z.\%^ fiTf^yyv*—?—, xy/syt-|:fi, t hiM b^a? 

-fyVXftf^ai^/N>"y (human cytomegalovirus immediate early enhancer) 
ffll/^c (014), 
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fee 

tr ^- y vjf^-f-aiA^ * 5 mm&^m^mwo (1025/30125) xtbot^ 

i/yttv^mfc^mA^tx (he) (D^mwivmm^mmmzft^o w 
HM*Dfr^^v h=3f->y (he) ^febfc 0 ^ h^i/y ^ 

^ii«pl-*5VNT{i. _hfB0f^t4«^^tL^^ofc (H117±) 0 
©3Sm*B«>b*Lfc (1211 8) # N jfte^A^ £ ;* © jEftfc^lStttefc^T ti_h 

mffi&i-m&&ti<tefrvti (01 7T) . 

fat^W'>y»tt (neo) St^£a$AU Sfc^7f!]7i*A (DT-A) 
1 9) o 
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^">^<^M5fe^3mmmS^bDNA^ttaibfCo W fc'^y yVTV 

"014, MW.SHO^^^II^^TtCS^feit^J:, Tfl£<D-£|5£i£&U 

*£^£III2 0{C^-T D Wtkmxm. 5kbp N ^^^-7^^-e{i8. 5kb P% ^^o^g 

W tf * y ^jtfc^-£>3§m& / — If n y x ^fc: J: <0 mm Lfc 0 ^41, 

^^mRNA^tttBL, 1.2%Tifn-^^rVv^l— >(C20^g-fom^iijbfCo 

y?TW-?V* (-/-) -Cfii// t v ^-y ^mRNAfi^ttl^tL^ ^ 
TPy-7^7i? h^&X (+/-) -e« N nF^S (+/+) (Cit^^^mRNA^^m^ 
tbfc (g) 2 1 ) „ 

[jsij^j is] w y ^igmmi^^w 

Hft^>l 1 7 -C#fcg#*-7 * X {c*5 5 W b'^~ y ^§LSB&£LacZ$fc#,k: a: 19 
tfitfc 0 5-bromo-4-chloro-3-indolyl-|3-D-galactoside (X-Gal) & 

ffl^Tj^frSrlg&^-t!:, UcZ {fl-jly? h v^~ifi£te£ LT) (Ommftlfi* 



WO 02/052007 



70 



PCT/JPOl/11289 



fcfe*. Apical Ectodermal Ridge (AER ; ^B£^TO) *3«tt^# ■ 

fcavMBSdqWfcStLfc (02 3) „ 

|&^13 0»O|fe* (limb bud) Sr«l»)«U S3£$J)t£fj«h 

(HE) ^fe*fcLacZ^fe^=?Tofc 0 ^|:B % *«S9I^4rP 
BS(-)t?5^ 3H]gfc^U X-gal^-fe?^ [X-gal (20mg/ml) 1.25ml, HEPES (1M) 2. 
2ml, 7x U v-TV-fb* (lOOmM) 1.5ml, NaCl (5M) 150yl, MgCl 2 (1 

M) 65 Ml, lOXPBS(-) 5ml & 5 U QtK U U ^T) t?50mli Lfcfctf)] fc#JJt&0> 

SI^WJNBte (* • &#<DJB£) KiftSfeSftT^fc (H12 4*3*1*2 5) 0 
[3W6W19] filotW 

M©^Mop^^^M«B^e>tb^^ofc (B2 6). **-rvxx*n 



mi 











*=EM(£5E) 


BS£ i2.5 a 


10 


0 


8 


2(±) 


13 a 


10 


2 


7 


1(£) 


ASS: i4.5 a 


6 


2 


3 


1(?) 


i5.5 a 


6 


0 


5 


1 (5E) 




46 


14 


32 


0 
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**-etmj&zti-r. mzmmmibbthtc (82 7) 0 

Stt-t-5UcZ©3Sa* s »«>bttfc. (02 8) „ 

V\fc (0 2 9) „ •3EfcTA'S/-Y'^7 r A— fci?)*1MM» % T.yif'J Kfc± 9 

©v^^t>^*5«*e>e>n*d*ofc 030) . 

i">x\£3oVZ>=*y—V e ^mmM&& (CIA) tt % t MftttBBffly i>^^©Bi«S 
^T!> W W^fcifc^JWaifeO^jBiSig^r.^ASJflJMLfc (13 1), 
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SvfTVh (K0) btltc (explant&) £Bfl&<£> ? *>> 4K# • #*3 

7t? — tf Kossatf^-fefc i «9 % # • tt#»J&tB# 
*©MT-fiflML-rv^C: t^^^jx^: (g)3 2~3 8) „ 

Kossa&&«, »«&£85i§^ (5% w/v) T'Ett> &«*T?te<»s 

h 9 <>J*mm (5% w/v) x-Wtv • *#*ffv\ ifefr^ <tvv^ 
fc h hjft (0. 1% w/v ^/V^^t h ci— h (?^l^7-77^F W'y K) , 5% 

w/v *ht/p5=!>a) mM^ofc (bi 3Eft, riait^s*-*a»*5S 

iJSBHb^-J, 257-258, *##|£fc, 1961; !) ^, L. , 4"* jER 

:feJ:TJ^ISfc#-«*fc#ttu , 625-636, fiTkfr, 1962; mf H, Wftfif 

3S«fe-a«lfc«*J , 616-621, ltlljg, 1965) c 7^!)7^77^-^gtt 
©iWtt, TyV* D 7*777^^' MM^S' h (Sigma, Diagnostic Kits 
and reagents, alkaline phosphatase (AP), leukocyte, Cat. No. 86-R) {C<fc 9 

T^Kit) fME Lfc. 3 0^ Lfc >/ \£Hr V ^fifc^X n/y^77^ 
^<O^Jft^jW^Sr24l7^^^— bfcl^rc^fct) 0, 1X10\ 3Xio\ 1X1 
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o\ 3xio\ fciD 5 ixio b mmmz. 10% ? ^mi^skm^tt^^^y 
-y^m (dmem) mi%mvtz 0 *i\ mmm^(D^mmmm^mmm 
mm (^vjjfttm) ©t+^^i doo^i/weii) m 

mWi 20 m1 Mg*§f£ (0.1MMgCl 2> 4.5M 0-* Jl>-*7 P h^? S SU) £ 1 u 1 N 
ONPG^^(o-nitrophenyl-0-D-galactopyranoside) (0. 1M U isWMWM (pH7. 5) 
^fC 4mg/ml CT^Jt) £ 22 mU &£t/ 0. 1M V ^mWffiWl (pH7. 5) 57^1 £r*P 

£3; £ 100^1 t Lfc 0 fejftLftV^J; 5(c&ScLT, S?^^^^ 
-fbfc 0 150 /zl 1M fctik'ty (Na 2 C0 3 21. 2g H 2 0 tC^UT 200 

ml td^^Ty^L, 0.45 Mm 7^ /W — T'itii bfc^O) £*P;LTKf&£#ib£ 
-fr. 420nm^PiJ^^iJ^LTi3-^7^ h t??£t4&;£»Lfc 0 ^«3 3*-e 

tTofc 0 ^T(D^^ lacZ^^/-/^-r^r>X^JfetCioV^T^Sic^fe#bfc/3 

-is h->?— nmmmmtstttc m3 9) c 3-^7^ f->^~- t?ste£ti*i 
^w^mmE&iz&mmMzmv Ltniw js-gair j/*^ w f^- 

W^7JPUT|Hl^|(D?l!j^^ofc 0 ^^JtUTfi. 7 , l/K=yoy (Predn 
isolone) (0.01-1 jjM), *5 «t tM2-0-tetradecanoylphorbol 13-acetate (TPA ; 0. 
001-0.1 MM)£ffl^fc 0 -f V K-y a yiiXTD^ FtttrC^^J % TPA(i:/nx^ 

mj® Lfc 0 m^j^Tjp^^c 7 2 mr^m u-c, # s^/vo 0 7 ^ h 
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2 3] tsw^yw^a —r^we-toYm 

K£<£/*Lfc„ :n?>©75 y^MB^Jtt, 0uWttS:*ri-S fc«l»*tL*:«*36> 

Syno-P3 (SLALTGAVVAHAYYC/Sa?'J#^ : 3 ) . 
Syno-P2 (TCRMDVLRASLPAQS/IS?'J#-$§- : 4) , fcitJ 5 
Syno-Pl (GAATTTAAGTSATAC/1H^J#-^- : 5) 

LH) £M£-£-t2rfco KLH^-^U^c#^^y^- 50jig& 0.1ml &3l£ifckfc. 
»U 7P>f yh©^7^a/<yf (FCA) 0.lBl*3ta^.-C^fe($JSS:f^KUfc. 
#^6«aSSr-€:iv€tb8|D5K>^»>^ (BALB/Cp< 53Mft) ITSfrdtTKO. 2mia^ L/& 

IS 4 l~B4 3(d^Ufc 0 *jiL«5WW:3ig-^7's'-fe>f SrfTV\ tO¥*ttt^7 
*3ip— ^*BUaac (P3U1) £^*JlM&£l:l0T^faU 5 0%<DPEG (fP3t 



WO 02/052007 



75 



PCT/JPOl/11289 



&6HtfcPEGi54o) •#&T-e»is»a'&*fc. mmmmv 5 x10 s te/mi*:& 
m^^u, ^t#±?»^^bfc 0 mm±m<D&mat, &&f&^?-Y&mmk 

LfcELISA^- h^l^c 0 ^^mm©<b*5f9T^5o ELISA^l— h£i£ 

-$ct-o# 96^/1^1— Hfc lOOjWJfi/^U- h (20ftBJ3S/ml) £ 
10~~UBmmmLtz o =<p^-£#J;£U i#^±^^^fTo 

p-~ii, !^n-=^^u lOM40F^*Lt^p=-«J;(;jg 

■tZ^S fv—Tsl'tfifcZWtki-Z^y'V K-vtU, Syno-P2 (SBJiJ#-^ : 

[*Jte#iJ 2 4 ] tfcvv if ^ y v^e- y ^ o — 7vi^#£fl3 v A^g-f^ow w 

y ><z)^m 

< i > fay; tf^y v^y ^ n-^/Mft;#i-«fc s^^^^pjia^^^^ v;/ 

35t& (l0Db*3«tmBc) £JlV>T, tt&BBtf V (RA) S^tI»©I 

£ 5f£SDS-PAGE-e#$t U ? ^ ^. ? 1/7 n v y- J *s ^£fro tc a V^*?y?v 
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<Dti$<Qx~hz> B titUs iwiiit (oa) &%:(DmmmmhM$fLfr 0 
zom^ Mm%&&<Dmmmi&xm^tei'y^;i'tf&m£thtz. (m4 4A) „ 
mmm 2 3 xn^iit^e y t p~ r^mmts RAm^mmmm^mmizmm-r 

y u-^^moub^m^x^M^m^mmmmcDW-^mmib^nm 

-t X^XWMfcW t LTfcv^ V * IgG t y -^-FITC^ V n Zm-Z^MM 9 KUffiR© 
-^^O^^^^-tirfc^MTi^tti^tL^^fc (E14 4B) „ 

B8&l«-T?BK#aj£*t*: (84 5) o l3Ii*KffofcH«fefe|!:J: mMJ9S^iS5it 

■So 

[^iife^J 2 5] w y tf dr^v y tf?S1£tf>&tU 
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(Hashizume R et al. , J. Biol. Chem. 276, 14537-14540, 200l) o -^iT?, W 

tf^-y zs\z^T g ^^flsjsffe&sabsa^ 5 jNMttbfc. p caggs-<^ 

fdFLAG-vV tf^-y V5t-fs^^JfAbfc^7X 5 K«\HEK-293*MSK: h7V77x 
^•>3^U 36^^flaSr|Hl|JlbfCo Buffer A [15 mM Tris-HCl pH 7.5, 0.5 
M NaCl, 0.35% NP-40, 1 mM PMSF, 2/zg/ml aprotiniiu 2| t g/ml leupeptin] KIT 

3m gO^FLAGtfCffc&J; W. 5m 10:/n x-Y VAlf— X&j&tHJ U — 8fcfe&£fcP££fT 
ofc 0 Buffer At> L< (30. 1% SDS £$S#nL7c Buffer A{C"C3Ih], Buffer B [25 m 
M Tris-HCl pH 7. 5, 50 mM NaCl, 0. 01% Nonidet P-40, 10% glycerol, 1 mM EDT 
A] Kl-C2imfc*-X£Sfcj^U ZOitKOa-ttflsytf—e&J&m [50 mM Tris-HCl 

pH 7. 4, 5 mM MgCl 2 , 2 mM NaF, 10 nM okadaic acid, 2 mM ATP, 0. 6 mM DTT, 1 
.5/ig GST-HA-af*-^, 40 ng MWAM, 0. 3 m g UbcH5c (E2) ] SrSfc&PU 3 
7tT-30#KJ&£ it/to 0.1 M DTT&"atf 2XLaemmli SDS-loading buffer£30/i 1 
2JD£, *V^Lfcf, SDS-PAGE(CTMH =■ h — xMlc h y ls*Z7 r — 

Ltz 0 %K.ijiWkZ- fi^tFLAG^t^ (SIGMA) & &XJ%Q\tfjiW- (Pv^ -^7^^ 
T^S^^fr) ^rffl^7c 0 HRPStt^W(i*M 7 t^^tfofe 0 ^ V 

h n-/l^ LT FLAG-W k'^" V isAfcT*: h7y77x^-> 3 y Lfc&BJ3S<7)?& 

SMS©* (^fttfc»8&) > Sfcii, *IBM«^^a:i^^LT#fc^ (-f-fc 

t>t>FLAG-~>S if^-V >?^/<?Wtt(D$>&M-a-fc(Dfr) *fl§^fc„ $ & GS 
T-HA-^-t'^r^V, ATP, El*fcJ±E2©V^i* tb^SrSaiPL/jiV^JtfefcfT ofc (GST-H 
A-atr^^-V^^IPO^riGSTSr^J/^RlSSrfTofc). 0.1% SDS^PBuffer A 
J; V) immunopurification bfcv-y fc^y ^^t/^j^SrlgM 6 r^Lfc. 
fctHA}n£M;i«fc£:/n 5/ M-rfc^T, W t'^-y >-<D^i (@4 6 *fp) £ «9^3 
5 kDa^Ct^-rX^^K^ffi^ttfc (134 6 KtitftFLAGfct 
M^JL^tl, GST-M-^t^^^^v-y tf^-y >(C#^BLrcfeCD 
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If * V IsCD g S^- t*3r ^ ZsfcifiM Z.bt£\t*Z.k&7x£ tltc 0 Buffer kto&T* tf — X 
mmunopurif icationO&H J; 9 % 2) W fc'sJ-y ^fim^^^-SSK U #~ t? 
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fco-c*£fcfci,&&-£;t5o ±5A^i-ft is t^o)}) jf-y h* torn 

# 5 «HNii0>MHK*f3 bfc 0 #3§P^ £ 9 W if* U^©b7^ 
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1. TIB (a) (e) <D\,^-ftLfriZ.$d,ifc(Dtf))X* K D 

(a) @b^ij#-§-: 2^iB*roT5 yg?ga^j^b^sMe«^^— K-rs^y >C 

(b ) IB?y#-*§- : l K^M(om^sm<ow^$t.^— Kffi**-&traR y * * i'* 

( c ) sa?ij#-§- : 2 Kmm<DT ^ j mmmK&^x i m l < w:«#©t ^ y m 
2{dia«©T5 >«»E^fe«:*aeKi««WfciBi4?*«eirsr=- K-r 

( d ) S3?iJ#-§- : 1 KlES^ifeaiB^ b * -5 # y 3* * K i * b V is *J 

* S Ifif = - K-t" 5 *° y * * K 

(e ) Wm&r : 1 fcfBttO&SSLTIJ <t < £ <b 7 0%£JL±O+BIHtfeS:^ri- 
5 iMIB^'J b 4 9 s @B?i]#-§- : 2 (cfBttoD T 5 / WSMfr b^SSfifii 

2 . : 2 tC|E*WT 5 / b 3fe 5 S & g^fflJ^^ -K«T = — Kf 

s^y^c^u-^Ko 

4. &(D (l) - (3) *»e>*5«d*ba^*tb5iP'«:< fctiooffittSr^-TS 

m&m 3 ttsa«i(oae5t*fcf±^^ k c 

(1) m&mwv v^^<ojkWL't>\z5imztiztiitob&'k-i-& 

(2) w e^y vy#>-Ksi-5t*S-g-t-3 

(3) TOt^isii-t-s 
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5. tifcfcSl, *tcim#:m2KmM.<D7Ky*? v^K^t$A£*ufc^*- 0 

©g e sc ^ fc k (omm^m 0 

3 cuett w sr & #*h- z>tc#> (Dftgt^mftVr mum, 
tin ice*©&£¥«j£#f jflwm. 

1 5. #<OIfe«r£t^ ^flW|.«t»©»^3g3»J:fBtt©aaK, *5 fetter 
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(2)tt>fcE3 fc|B*fc©g6K % *5 J; fc ^(DW^-ff Kfc*fr£~*-<5, 

1 6 . @B^iJ#^- : l fcIBtt©a^E?ija»S>fc<52K U J* * K*fcti-£<D*BJ|MI 

2 3. &©lS£"£tf> UttTOy i>-7fo»W^J)oT, littHfiiSy 

ii) IS i)©tfetttfS*& N 1SH4BM|S!J £^£BSitttttai& 
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te-a^j^ttj-rsxsg 
29. y # v Kas«>y bf^- y >-y # >• Ksi-s-cfcsflfcjsg 2 8 KiBtt©^. 
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5Stt**-f y-^^i/^o 

b ) MM tJfctfcL TftfffBIS® (Df&ftjJiS^ v *a^-t"S XS 

b ) huISjK y * ^ K<z>«m ^^^ai*i--5xm> 
3 6 . 3 o iciBgt^x * y — =. y^fet i o xnz> r i 3&s-t?# z>ik&m* 
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3 7.»*S3 0&1tim&&3 V*-~l/?jjmtcJ:vXftZZ.btf-Z$ 

3 8 . m&m i m l < «w*^ 2 i^ts^o^ v*? k, it^jg 3 jcsb*os 

4 3. teGHtfieWy y^^tuTV^ lt^3S4 2KWM<DYJ^^^^=-y 

4 6. flWEBS^a*. S»*qi4 3fcSBtfeOh7V^^ a i-y^*fc h J S t tt»l4Sj*fc 

fi^(^)»J^{Cft^i-5«T'fe5ft^4 5{ClE«cO*-?fe 0 
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SEQUENCE LISTING 

<110> Locomogene, Inc. 

<120> synovial cell protein 

<130> BHP-A0001Y1P 

<140> 
<141> 

<150> JP 2000-405082 
<151> 2000-12-22 

<150> JP 2001-266492 
<151> 2001-06-27 

<160> 7 

<170> Patentln Ver. 2.0 

<210> 1 
<211> 3374 
<212> DNA 

<213> Homo sapiens 
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<220> 
<221> CDS 

<222> (403).. (2256) 
<400> 1 

gccctttctt atgagcatgc ctgtgttggg ttgacagtga gggtaataat gacttgttgg 60 

ttgattgtag atatagggct ctcccttgca aggtaattag gctccttaaa ttacctgtaa 120 

gattttcttg ccacagcatc cattctggtt aggctggtga tcttctgagt agtgatagat 180 

tggttggtgg tgaggtttac aggtgttccc ttctcttact cctggtgttg gctacaatea 240 

ggtggcgtct agagcagcat gggacaggtg ggtaagggga gtcttctcat tatgcagaag 300 

tgatcaactt aaatctctgt cagatctacc tttatgtagc ccggcagtcg cgcggattga 360 

gcgggctcgc ggcgctgggt tcctggtctc cgggccaggg ca atg ttc cgc acg 414 

Met Phe Arg Thr 
1 

gca gtg atg atg gcg gcc age ctg gcg ctg acc ggg get gtg gtg get 462 
Ala Val Met Met Ala Ala Ser Leu Ala Leu Thr Gly Ala Val Val Ala 
5 10 15 20 



cac gcc tac tac etc aaa cac cag ttc tac ccc act gtg gtg tac ctg 



510 
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His Ala Tyr Tyr Leu Lys His Gin Phe Tyr Pro Thr Val Val Tyr Leu 
25 30 35 

acc aag tec age ccc age atg gca gtc ctg tac ate cag gee ttt gtc 558 
Thr Lys Ser Ser Pro Ser Met Ala Val Leu Tyr lie Gin Ala Phe Val 
40 45 50 

ctt gtc ttc ctt ctg ggc aag gtg atg ggc aag gtg ttc ttt ggg caa 606 
Leu Val Phe Leu Leu Gly Lys Val Met Gly Lys Val Phe Phe Gly Gin 
55 60 65 

ctg agg gca gca gag atg gag cac ctt ctg gaa cgt tec tgg tac gec 654 
Leu Arg Ala Ala Glu Met Glu His Leu Leu Glu Arg Ser Trp Tyr Ala 
70 75 80 

gtc aca gag act tgt ctg gec ttc acc gtt ttt egg gat gac ttc age 702 
Val Thr Glu Thr Cys Leu Ala Phe Thr Val Phe Arg Asp Asp Phe Ser 
85 90 95 100 

ccc cgc ttt gtt gca etc ttc act ctt ctt etc ttc etc aaa tgt ttc 750 
Pro Arg Phe Val Ala Leu Phe Thr Leu Leu Leu Phe Leu Lys Cys Phe 
105 110 115 

cac tgg ctg get gag gac cgt gtg gac ttt atg gaa cgc age ccc aac 798 
His Trp Leu Ala Glu Asp Arg Val Asp Phe Met Glu Arg Ser Pro Asn 
120 125 130 
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ate tec tgg etc ttt cac tgc cgc att gtc tct ctt atg ttc etc ctg 846 
He Ser Trp Leu Phe His Cys Arg He Val Ser Leu Met Phe Leu Leu 
135 140 145 



ggc ate ctg gac ttc etc ttc gtc age cac gee tat cac age ate ctg 894 
Gly He Leu Asp Phe Leu Phe Val Ser His Ala Tyr His Ser He Leu 
150 155 160 

acc cgt ggg gec tct gtg cag ctg gtg ttt ggc ttt gag tat gec ate 942 
Thr Arg Gly Ala Ser Val Gin Leu Val Phe Gly Phe Glu Tyr Ala He 
165 170 175 180 

ctg atg acg atg gtg etc acc ate ttc ate aag tat gtg ctg cac tec 990 
Leu Met Thr Met Val Leu Thr lie Phe lie Lys Tyr Val Leu His Ser 
185 190 195 

gtg gac etc cag agt gag aac ccc tgg gac aac aag get gtg tac atg 1038 
Val Asp Leu Gin Ser Glu Asn Pro Trp Asp Asn Lys Ala Val Tyr Met 
200 205 210 

etc tac aca gag ctg ttt aca ggc ttc ate aag gtt ctg ctg tac atg 1086 
Leu Tyr Thr Glu Leu Phe Thr Gly Phe He Lys Val Leu Leu Tyr Met 
215 220 225 



gec ttc atg acc ate atg ate aag gtg cac acc ttc cca etc ttt gec 



1134 
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Ala Phe Met Thr He Met He Lys Val His Thr Phe Pro Leu Phe Ala 
230 235 240 



ate egg ccc atg tac ctg gee atg aga cag ttc aag aaa get gtg aca 
He Arg Pro Met Tyr Leu Ala Met Arg Gin Phe Lys Lys Ala Val Thr 
245 250 255 260 



1182 



gat gee ate atg tct cgc cga gee ate cgc aac atg aac ace ctg tat 
Asp Ala He Met Ser Arg Arg Ala He Arg Asn Met Asn Thr Leu Tyr 
265 270 275 



1230 



cca gat gee acc cca gag gag etc cag gca atg gac aat gtc tgc ate 
Pro Asp Ala Thr Pro Glu Glu Leu Gin Ala Met Asp Asn Val Cys He 
280 285 290 



1278 



ate tgc cga gaa gag atg gtg act ggt gee aag aga ctg ccc tgc aac 
lie Cys Arg Glu Glu Met Val Thr Gly Ala Lys Arg Leu Pro Cys Asn 
295 300 305 



1326 



cac att ttc cat acc age tgc ctg cgc tec tgg ttc cag egg cag cag 
His He Phe His Thr Ser Cys Leu Arg Ser Trp Phe Gin Arg Gin Gin 
310 315 320 



1374 



acc tgc ccc acc tgc cgt atg gat gtc ctt cgt gca teg ctg cca gcg 
Thr Cys Pro Thr Cys Arg Met Asp Val Leu Arg Ala Ser Leu Pro Ala 
325 330 335 340 



1422 
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cag tea cca cca ccc ccg gag cct gcg gat cag ggg cca ccc cct gec 1470 
Gin Ser Pro Pro Pro Pro Glu Pro Ala Asp Gin Gly Pro Pro Pro Ala 
345 350 355 

ccc cac ccc cca cca etc ttg cct cag ccc ccc aac ttc ccc cag ggc 1518 

- Pro-His Pro Pro Pro-LeirLeu Pro Gin-Pro-Pro Asn Phe Pro-Gin Gly 

360 365 370 

etc ctg cct cct ttt cct cca ggc atg ttc cca ctg tgg ccc ccc atg 1566 
Leu Leu Pro Pro Phe Pro Pro Gly Met Phe Pro Leu Trp Pro Pro Met 
375 380 385 

ggc ccc ttt cca cct gtc ccg cct ccc ccc age tea gga gag get gtg 1614 
Gly Pro Phe Pro Pro Val Pro Pro Pro Pro Ser Ser Gly Glu Ala Val 
390 395 400 

... get. cct cca. tc_c. acc agt.£ca.gca gcc.ctt.tct egg ccc agt gga gca ,1662 
Ala Pro Pro Ser Thr Ser Ala Ala Ala Leu Ser Arg Pro Ser Gly Ala 
405 410 415 420 

get aca acc aca get get ggc acc agt get act get get tct gec aca 1710 
Ala Thr Thr Thr Ala Ala Gly Thr Ser Ala Thr Ala Ala Ser Ala Thr 
425 430 435 

gca tct ggc cca ggc tct ggc tct gec cca gag get ggc cct gec cct 1758 



WO 02/052007 



PCT/JP01/11289 



7/29 



Ala Ser Gly Pro Gly Ser Gly Ser Ala Pro Glu Ala Gly Pro Ala Pro 
440 445 450 



ggt ttc ccc ttc cct cct ccc tgg atg ggt atg ccc ctg cct cca ccc 
Gly Phe Pro Phe Pro Pro Pro Trp Met Gly Met Pro Leu Pro Pro Pro 
455 460 465 



1806 



ttt gcc ttc ccc cca atg cct gtg ccc cct gcg ggc ttt get ggg ctg 
Phe Ala Phe Pro Pro Met Pro Val Pro Pro Ala Gly Phe Ala Gly Leu 
470 475 480 



1854 



acc cca gag gag eta cga get ctg gag ggc cat gag egg cag cac ctg 
Thr Pro Glu Glu Leu Arg Ala Leu Glu Gly His Glu Arg Gin His Leu 
485 490 495 500 



1902 



gag gcc egg ctg cag age ctg cgt aac ate cac aca ctg ctg gac gcc 
Glu Ala Arg Leu Gin Ser Leu Arg Asn He His Thr Leu Leu Asp Ala 
505 510 515 



1950 



gcc atg ctg cag ate aac cag tac etc acc gtg ctg gcc tec ttg ggg 
Ala Met Leu Gin lie Asn Gin Tyr Leu Thr Val Leu Ala Ser Leu Gly 
520 525 530 



1998 



ccc ccc egg cct gcc act tea gtc aac tec act gag ggg act gcc act 
Pro Pro Arg Pro Ala Thr Ser Val Asn Ser Thr Glu Gly Thr Ala Thr 
535 540 545 



2046 
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aca gtt gtt get get gee tec tec acc age ate cct age tea gag gee 2094 
Thr Val Val Ala Ala Ala Ser Ser Thr Ser He Pro Ser Ser Glu Ala 
550 555 560 

acg acc cca acc cca gga gec tec cca cca gee cct gaa atg gaa agg 2142 
Thr Thr Pro Thr Pro Oly Ala Ser Pro Pro Ala Pro Glu Met Glu Arg 
565 570 575 580 

cct cca get cct gag tea gtg ggc aca gag gag atg cct gag gat gga 2190 
Pro Pro Ala Pro Glu Ser Val Gly Thr Glu Glu Met Pro Glu Asp Gly 
585 590 595 

gag ccc gat gca gca gag etc cgc egg cgc cgc ctg cag aag ctg gag 2238 
Glu Pro Asp Ala Ala Glu Leu Arg Arg Arg Arg Leu Gin Lys Leu Glu 
600 605 610 

tct cct gtt gec cac tga cactgcccca gcccagcccc agcctctgct 2286 
Ser Pro Val Ala His 
615 

cttttgagca gccctcgctg gaacatgtcc tgccaccaag tgccagctcc ctctctgtct 2346 



gcaccaggga gtagtacccc cagctctgag aaagaggegg catcccctag gccaagtgga 2406 
aagaggctgg ggttcccatt tgactccagt cccaggcagc catggggatc tegggtcagt 2466 
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tccagccttc ctctccaact cttcagccct gtgttctgct ggggccatga aggcagaagg 2526 
tttagcctct gagaagccct cttcttcccc cacccctttc caggagaagg ggctgcccct 2586 
ccaagcccta cttgtatgtg cggagtcaca ctgcagtgc.c gaacagtatt agctcccgtt 2646 
cccaagtgtg gactccagag gggctggagg caagctatga acttgctcgc tggcccaccc 2706 
ctaagactgg tacccatttc cttttcttac cctgatctcc ccagaagcct cttgtggtgg 2766 
tggctgtgcc ccctatgccc tgtggcattt ctgcgtctta ctggcaacca cacaactcag 2826 
ggaaaggaat gcctgggagt gggggtgcag gcgggcagca ctgagggacc ctgccccgcc 2886 
cctcccccca ggcccctttc ccctgcagct tctcaagtga gactgacctg tctcacccag 2946 
cagccactgc ccagccgcac tccaggcaag ggccagtgcg cctgctcctg accactgcaa 3006 
tcccagcgcc caaggaaggc cacttctcaa ctggcagaac ttctgaagtt tagaattgga 3066 
attacttcct tactagtgtc ttttggctta aattttgtct tttgaagttg aatgcttaat 3126 
cccgggaaag aggaacagga gtgccagact cctggtcttt ccagtttaga aaaggctctg 3186 
tgccaaggag ggaccacagg agctgggacc tgcctgcccc tgtcctttcc ccttggtttt 3246 
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gtgttacaag agttgttgga gacagtttca gatgattatt taatttgtaa atattgtaca 3306 
aattttaata gcttaaattg tatatacagc caaataaaaa cttgcattaa caaaaaaaaa 3366 
aaaaaaaa 3374 



<210> 2 
<211> 617 
<212> PET 

<213> Homo sapiens 
<400> 2 

Met Phe Arg Thr Ala Val Met Met Ala Ala Ser Leu Ala Leu Thr Gly 
15 10 15 

Ala Val Val Ala His Ala Tyr Tyr Leu Lys His Gin Phe Tyr Pro Thr 
20 25 30 

Val Val Tyr Leu Thr Lys Ser Ser Pro Ser Met Ala Val Leu Tyr He 
35 40 45 

Gin Ala Phe Val Leu Val Phe Leu Leu Gly Lys Val Met Gly Lys Val 
50 55 60 
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Phe Phe Gly Gin Leu Arg Ala Ala Glu Met Glu His Leu Leu Glu Arg 
65 70 75 80 

Ser Trp Tyr Ala Val Thr Glu Thr Cys Leu Ala Phe Thr Val Phe Arg 
85 90 95 

Asp Asp Phe Ser Pro Arg Phe Val Ala Leu Phe Thr Leu Leu Leu Phe 
100 105 110 

Leu Lys Cys Phe His Trp Leu Ala Glu Asp Arg Val Asp Phe Met Glu 
115 120 125 

Arg Ser Pro Asn He Ser Trp Leu Phe His Cys Arg He Val Ser Leu 
130 135 140 

Met Phe Leu Leu Gly He Leu Asp Phe Leu Phe Val Ser His Ala Tyr 
145 150 155 160 

His Ser He Leu Thr Arg Gly Ala Ser Val Gin Leu Val Phe Gly Phe 
165 170 175 

Glu Tyr Ala He Leu Met Thr Met Val Leu Thr He Phe He Lys Tyr 
180 185 190 



Val Leu His Ser Val Asp Leu Gin Ser Glu Asn Pro Trp Asp Asn Lys 
195 200 205 
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Ala Val Tyr Met Leu Tyr Thr Glu Leu Phe Thr Gly Phe He Lys Val 
210 215 220 

Leu Leu Tyr Met Ala Phe Met Thr He Met He Lys Val His Thr Phe 
225 230 235 240 

Pro Leu Phe Ala He Arg Pro Met Tyr Leu Ala Met Arg Gin Phe Lys 
245 250 255 

Lys Ala Val Thr Asp Ala lie Met Ser Arg Arg Ala He Arg Asn Met 
260 265 270 

Asn Thr Leu Tyr Pro Asp Ala Thr Pro Glu Glu Leu Gin Ala Met Asp 
275 280 285 



Asn Val Cys He He Cys Arg Glu Glu Met Val Thr Gly Ala Lys Arg 
290 295 300 

Leu Pro Cys Asn His lie Phe His Thr Ser Cys Leu Arg Ser Trp Phe 
305 310 315 320 

Gin Arg Gin Gin Thr Cys Pro Thr Cys Arg Met Asp Val Leu Arg Ala 
325 330 335 

Ser Leu Pro Ala Gin Ser Pro Pro Pro Pro Glu Pro Ala Asp Gin Gly 
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340 345 350 

Pro Pro Pro Ala Pro His Pro Pro Pro Leu Leu Pro Gin Pro Pro Asn 
355 360 365 

Phe Pro Gin Gly Leu Leu Pro Pro Phe Pro Pro Gly Met Phe Pro Leu 
370 375 380 

Trp Pro Pro Met Gly Pro Phe Pro Pro Val Pro Pro Pro Pro Ser Ser 
385 390 395 400 

Gly Glu Ala Val Ala Pro Pro Ser Thr Ser Ala Ala Ala Leu Ser Arg 
405 410 415 

Pro Ser Gly Ala Ala Thr Thr Thr Ala Ala Gly Thr Ser Ala Thr Ala 
420 425 430 

Ala Ser Ala. Thr Ala Ser Gly Pro Gly Ser Gly Ser Ala Pro Glu Ala 
435 440 445 

Gly Pro Ala Pro Gly Phe Pro Phe Pro Pro Pro Trp Met Gly Met Pro 
450 455 460 



Leu Pro Pro Pro Phe Ala Phe Pro Pro Met Pro Val Pro Pro Ala Gly 
465 470 475 480 
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Phe Ala Gly Leu Thr Pro Glu Glu Leu Arg Ala Leu Glu Gly His Glu 
485 490 495 

Arg Gin His Leu Glu Ala Arg Leu Gin Ser Leu Arg Asn He His Thr 
500 505 510 

Leu Leu Asp Ala Ala Met Leu Gin He Asn Gin Tyr Leu Thr Val Leu 
515 520 525 

Ala Ser Leu Gly Pro Pro Arg Pro Ala Thr Ser Val Asn Ser Thr Glu 
530 535 540 

Gly Thr Ala Thr Thr Val Val Ala Ala Ala Ser Ser Thr Ser He Pro 
545 550 555 560 

Ser Ser Glu Ala Thr Thr Pro Thr Pro Gly Ala Ser Pro Pro Ala Pro 
565 570 575 

Glu Met Glu Arg Pro Pro Ala Pro Glu Ser Val Gly Thr Glu Glu Met 
580 585 590 

Pro Glu Asp Gly Glu Pro Asp Ala Ala Glu Leu Arg Arg Arg Arg Leu 
595 600 605 



Gin Lys Leu Glu Ser Pro Val Ala His 
610 615 



WO 02/052007 



PCT/JP01/11289 



15/29 



<210> 3 
<211> 15 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 3 

Ser Leu Ala Leu Thr Gly Ala Val Val Ala His Ala Tyr Tyr Cys 
15 10 15 



<210> 4 
<211> 15 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 4 
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Thr Cys Arg Met Asp Val Leu Arg Ala Ser Leu Pro Ala Gin Ser 
1 5 10 15 



<210> 5 
<211> 15 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 5 

Gly Ala Ala Thr Thr Thr Ala Ala Gly Thr Ser Ala Thr Ala Cys 
15 10 15 



<210> 6 
<211> 3028 
<212> DNA 
<213> Homo sapiens 

<220> 

<221> CDS 

<222> (60).. (1910) 
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<400> 6 

gcagtcgcgc ggattgagcg ggctcgcg'gc gctgggttcc tggtctccgg gccagggca 59 

atg ttc cgc acg gca gtg atg atg gcg gcc age ctg gcg ctg acc ggg 107 
Met Phe Arg Thr Ala Val Met Met Ala Ala Ser Leu Ala Leu Thr Gly 
15 10 15 

get gtg gtg get cac gcc tac tac etc aaa cac cag ttc tac ccc act 155 
Ala Val Val Ala His Ala Tyr Tyr Leu Lys His Gin Phe Tyr Pro Thr 
20 25 30 

gtg gtg tac ctg acc aag tec age ccc age atg gca gtc ctg tac ate 203 
Val Val Tyr Leu Thr Lys Ser Ser Pro Ser Met Ala Val Leu Tyr He 
35 40 45 

cag gcc ttt gtc ctt gtc ttc ctt ctg ggc aag gtg atg ggc aag gtg 251 
Gin Ala Phe Val Leu Val Phe Leu Leu Gly Lys Val Met Gly Lys Val 
50 55 60 

ttc ttt ggg caa ctg agg gca gca gag atg gag cac ctt ctg gaa cgt 299 
Phe Phe Gly Gin Leu Arg Ala Ala Glu Met Glu His Leu Leu Glu Arg 
65 70 75 80 

tec tgg tac gcc gtc aca gag act tgt ctg gcc ttc acc gtt ttt egg 347 
Ser Trp Tyr Ala Val Thr Glu Thr Cys Leu Ala Phe Thr Val Phe Arg 
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85 90 95 

gat gac ttc age ccc cgc ttt gtt gca etc ttc act ctt ctt etc ttc 395 
Asp Asp Phe Ser Pro Arg Phe Val Ala Leu Phe Thr Leu Leu Leu Phe 
100 105 110 

etc aaa tgt ttc cac tgg ctg get gag gac cgt gtg gac ttt atg gaa 443 
Leu Lys Cys Phe His Trp Leu Ala Glu Asp Arg Val Asp Phe Met Glu 
115 120 125 

cgc age ccc aac ate tec tgg etc ttt cac tgc cgc att gtc tct ctt 491 
Arg Ser Pro Asn He Ser Trp Leu Phe His Cys Arg He Val Ser Leu 
130 135 140 

atg ttc etc ctg ggc ate ctg gac ttc etc ttc gtc age cac gec tat 539 
Met Phe Leu Leu Gly He Leu Asp Phe Leu Phe Val Ser His Ala Tyr 
145 150 155 160 

cac age ate ctg acc cgt ggg gec tct gtg cag ctg gtg ttt ggc ttt 587 
His Ser He Leu Thr Arg Gly Ala Ser Val Gin Leu Val Phe Gly Phe 
165 170 175 



gag tat gec ate ctg atg acg atg gtg etc acc ate ttc ate aag tat 
Glu Tyr Ala lie Leu Met Thr Met Val Leu Thr He Phe He Lys Tyr 
180 185 190 



635 
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gtg ctg cac tec gtg gac etc cag agt gag aac ccc tgg gac aac aag 683 
Val Leu His Ser Val Asp Leu Gin Ser Glu Asn Pro Trp Asp Asn Lys 
195 200 205 

get gtg tae atg etc tac aca gag ctg ttt aca ggc ttc ate aag gtt 731 
Ala Val Tyr Met Leu Tyr Thr Glu Leu Phe Thr Gly Phe lie Lys Val 
210 215 220 

ctg ctg tac atg gee ttc atg ace ate atg ate aag gtg cac ace ttc 779 
Leu Leu Tyr Met Ala Phe Met Thr lie Met lie Lys Val His Thr Phe 
225 230 235 240 

cca etc ttt gee ate egg ccc atg tac ctg gee atg aga cag ttc aag 827 
Pro Leu Phe Ala lie Arg Pro Met Tyr Leu Ala Met Arg Gin Phe Lys 
245 250 255 

aaa get gtg aca gat gec ate atg tct cgc cga gec ate cgc aac atg 875 
Lys Ala Val Thr Asp Ala He Met Ser Arg Arg Ala He Arg Asn Met 
260 265 270 

aac acc ctg tat cca gat gec acc cca gag gag etc cag gca atg gac 923 
Asn Thr Leu Tyr Pro Asp Ala Thr Pro Glu Glu Leu Gin Ala Met Asp 
275 280 285 

aat gtc tgc ate ate tgc cga gaa gag atg gtg act ggt gec aag aga 971 
Asn Val Cys lie lie Cys Arg Glu Glu Met Val Thr Gly Ala Lys Arg 
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290 295 300 



ctg ccc tgc aac cac att ttc cat acc age tgc ctg cgc tec tgg ttc 
Leu Pro Cys Asn His lie Phe His Thr Ser Cys Leu Arg Ser Trp Phe 
305 310 315 320 



1019 



cag egg cag cag acc tgc ccc acc tgc cgt atg gat gtc ctt cgt gca 
Gin Arg Gin Gin Thr Cys Pro Thr Cys Arg Met Asp Val Leu Arg Ala 
325 330 335 



1067 



teg ctg cca gcg cag tea cca cca ccc ccg gag cct gcg gat cag ggg 
Ser Leu Pro Ala Gin Ser Pro Pro Pro Pro Glu Pro Ala Asp Gin Gly 
340 345 350 



1115 



cca ccc cct gee ccc cac ccc cca cca etc ttg cct cag ccc ccc aac 
Pro Pro Pro Ala Pro His Pro Pro Pro Leu Leu Pro Gin Pro Pro Asn 
355 360 365 



1163 



ttc ccc cag ggc etc ctg cct cct ttt cct cca ggc atg ttc cca ctg 1211 
Phe Pro Gin Gly Leu Leu Pro Pro Phe Pro Pro Gly Met Phe Pro Leu 
370 375 380 

tgg ccc ccc atg ggc ccc ttt cca cct gtc ccg cct ccc ccc age tea 1259 
Trp Pro Pro Met Gly Pro Phe Pro Pro Val Pro Pro Pro Pro Ser Ser 
385 390 395 400 
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gga gag get gtg get cct cca tec ace agt gca gee ctt tct egg ccc 1307 
Gly Glu Ala Val Ala Pro Pro Ser Thr Ser Ala Ala Leu Ser Arg Pro 
405 410 415 

agt gga gca get aca ace aca get get ggc ace agt get act get get 1355 
Ser Gly Ala Ala Thr Thr Thr Ala Ala Gly Thr Ser Ala Thr Ala Ala 
420 425 430 

tct gec aca gca tct ggc cca ggc tct ggc tct gec cca gag get ggc 1403 
Ser Ala Thr Ala Ser Gly Pro Gly Ser Gly Ser Ala Pro Glu Ala Gly 
435 440 445 

cct gec cct ggt ttc ccc ttc cct cct ccc tgg atg ggt atg ccc ctg 1451 
Pro Ala Pro Gly Phe Pro Phe Pro Pro Pro Trp Met Gly Met Pro Leu 
450 455 460 

cct cca ccc ttt gec ttc ccc cca atg cct gtg ccc cct gcg ggc ttt 1499 
Pro Pro Pro Phe Ala Phe Pro Pro Met Pro Val Pro Pro Ala Gly Phe 
465 470 475 480 

get ggg ctg ace cca gag gag eta cga get ctg gag ggc cat gag egg 1547 
Ala Gly Leu Thr Pro Glu Glu Leu Arg Ala Leu Glu Gly His Glu Arg 
485 490 495 

cag cac ctg gag gec egg ctg cag age ctg cgt aac ate cac aca ctg 1595 
Gin His Leu Glu Ala Arg Leu Gin Ser Leu Arg Asn lie His Thr Leu 
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500 505 510 

ctg gac gcc gcc atg ctg cag ate aac cag tac etc ace gtg ctg gee 1643 
Leu Asp Ala Ala Met Leu Gin He Asn Gin Tyr Leu Thr Val Leu Ala 
515 520 525 

tec ttg ggg ccc ccc egg-ect gcc act tea gtc aac tec act gag ggg 1691 
Ser Leu Gly Pro Pro Arg Pro Ala Thr Ser Val Asn Ser Thr Glu Gly 
530 535 540 

act gcc act aca gtt gtt get get gcc tec tec acc age ate cct age 1739 
Thr Ala Thr Thr Val Val Ala Ala Ala Ser Ser Thr Ser He Pro Ser 
545 550 555 560 

tea gag gcc acg acc cca acc cca gga gcc tec cca cca gcc cct gaa 1787 
Ser Glu Ala Thr Thr Pro Thr Pro Gly Ala Ser Pro Pro Ala Pro Glu 
565 570 575 

atg gaa agg cct cca get cct gag tea gtg ggc aca gag gag atg cct 1835 
Met Glu Arg Pro Pro Ala Pro Glu Ser Val Gly Thr Glu Glu Met Pro 
580 585 590 

gag gat gga gag ccc gat gca gca gag etc cgc egg cgc cgc ctg cag 1883 
Glu Asp Gly Glu Pro Asp Ala Ala Glu Leu Arg Arg Arg Arg Leu Gin 
595 600 605 
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aag ctg gag tct cct gtt gcc cac tga cactgcccca gcccagcccc 1930 
Lys Leu Glu Ser Pro Val Ala His 
610 615 

agcctctgct cttttgagca gccctcgctg gaacatgtcc tgccaccaag tgccagctcc 1990 

ctctctgtct gcaccaggga gtagtacccc cagctctgag aaagaggcgg catcccctag 2050 

gccaagtgga aagaggctgg ggttcccatt tgactccagt cccaggcagc catggggatc 2110 

tcgggtcagt tccagccttc ctctccaact cttcagccct gtgttctgct ggggccatga 2170 

aggcagaagg tttagcctct gagaagccct cttcttcccc cacccctttc caggagaagg 2230 

ggctgcccct ccaagcccta cttgtatgtg cggagtcaca ctgcagtgcc gaacagtatt 2290 

agctcccgtt cccaagtgtg gactccagag gggctggagg caagctatga acttgctcgc 2350 

tggcccaccc ctaagactgg tacccatttc cttttcttac cctgatctcc ccagaagcct 2410 

cttgtggtgg tggctgtgcc ccctatgccc tgtggcattt ctgcgtctta ctggcaacca 2470 

cacaactcag ggaaaggaat gcctgggagt gggggtgcag gcgggcagca ctgagggacc 2530 

ctgccccgcc cctcccccca ggcccctttc ccctgcagct tctcaagtga gactgacctg 2590 
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tctcacccag cagccactgc ccagccgcac tccaggcaag ggccagtgcg cctgctcctg 2650 
accactgcaa tcccagcgcc caaggaaggc cacttctcaa ctggcagaac ttctgaagtt 2710 
tagaattgga attacttcct tactagtgtc ttttggctta aattttgtct tttgaagttg 2770 
aatgcttaat cccgggaaag aggaacagga gtgccagact cctggtcttt ccagtttaga 2830 
aaaggctctg tgccaaggag ggaccacagg agctgggacc tgcctgcccc tgtcctttcc 2890 
ccttggtttt gtgttacaag agttgttgga gacagtttca gatgattatt taatttgtaa 2950 
atattgtaca aattttaata gcttaaattg tatatacagc caaataaaaa cttgcattaa 3010 
caaaaaaaaa aaaaaaaa 3028 

<210> 7 
<211> 616 
<212> PUT 
<213> Homo sapiens 

<400> 7 

Met Phe Arg Thr Ala ValMet Met Ala Ala Ser Leu Ala Leu Thr Gly 
1 5 10 15 
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Ala Val Val Ala His Ala Tyr Tyr Leu Lys His Gin Phe Tyr Pro Thr 
20 25 30 

Val Val Tyr Leu Thr Lys Ser Ser Pro Ser Met Ala Val Leu Tyr He 
35 40 45 

Gin Ala Phe Val Leu Val Phe Leu Leu Gly Lys Val Met Gly Lys Val 
50 55 60 

Phe Phe Gly Gin Leu Arg Ala Ala Glu Met Glu His Leu Leu Glu Arg 
65 70 75 80 

Ser Trp Tyr Ala Val Thr Glu Thr Cys Leu Ala Phe Thr Val Phe Arg 
85 90 95 

Asp Asp Phe Ser Pro Arg Phe Val Ala Leu Phe Thr Leu Leu Leu Phe 
100 105 110 

Leu Lys Cys Phe His Trp Leu Ala Glu Asp Arg Val Asp Phe Met Glu 
115 120 125 

Arg Ser Pro Asn lie Ser Trp Leu Phe His Cys Arg He Val Ser Leu 
130 135 140 



Met Phe Leu Leu Gly He Leu Asp Phe Leu Phe Val Ser His Ala Tyr 
145 150 155 160 
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His Ser lie Leu Thr Arg Gly Ala Ser Val Gin Leu Val Phe Gly Phe 
165 170 175 

Glu Tyr Ala He Leu Met Thr Met Val Leu Thr He Phe lie Lys Tyr 
180 185 190 

Val Leu His Ser Val Asp Leu Gin Ser Glu Asn Pro Trp Asp Asn Lys 
195 200 205 

Ala Val Tyr Met Leu Tyr Thr Glu Leu Phe Thr Gly Phe lie Lys Val 
210 215 220 

Leu Leu Tyr Met Ala Phe Met Thr He Met He Lys Val His Thr Phe 
225 230 235 240 

Pro Leu Phe Ala He Arg Pro Met Tyr Leu Ala Met Arg Gin Phe Lys 
245 250 255 

Lys Ala Val Thr Asp Ala lie Met Ser Arg Arg Ala He Arg Asn Met 
260 265 270 

Asn Thr Leu Tyr Pro Asp Ala Thr Pro Glu Glu Leu Gin Ala Met Asp 
275 280 285 

Asn Val Cys He He Cys Arg Glu Glu Met Val Thr Gly Ala Lys Arg 
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290 295 300 

Leu Pro Cys Asn His He Phe His Thr Ser Cys Leu Arg Ser Trp Phe 
305 310 315 320 

Gin Arg Gin Gin Thr Cys Pro Thr Cys Arg Met Asp Val Leu Arg Ala 
325 330 335 

Ser Leu Pro Ala Gin Ser Pro Pro Pro Pro Glu Pro Ala. Asp Gin Gly 
340 345 350 

Pro Pro Pro Ala Pro His Pro Pro Pro Leu Leu Pro Gin Pro Pro Asn 
355 360 365 

Phe Pro Gin Gly Leu Leu Pro Pro Phe Pro Pro Gly Met Phe Pro Leu 
370 375 380 

Trp Pro Pro Met Gly Pro Phe Pro Pro Val Pro Pro Pro Pro Ser Ser 
385 390 395 400 

Gly Glu Ala Val Ala Pro Pro Ser Thr Ser Ala Ala Leu Ser Arg Pro 
405 410 415 



Ser Gly Ala Ala Thr Thr Thr Ala Ala Gly Thr Ser Ala Thr Ala Ala 
420 425 430 
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Ser Ala Thr Ala Ser Gly Pro Gly Ser Gly Ser Ala Pro Glu Ala Gly 
435 440 445 

Pro Ala Pro Gly Phe Pro Phe Pro Pro Pro Trp Met Gly Met Pro Leu 
450 455 460 

Pro Pro Pro Phe Ala Phe Pro Pro Met Pro Val Pro Pro Ala Gly Phe 
465 470 475 480 

Ala Gly Leu Thr Pro Glu Glu Leu Arg Ala Leu Glu Gly His Glu Arg 
485 490 495 

Gin His Leu Glu Ala Arg Leu Gin Ser Leu Arg Asn He His Thr Leu 
500 505 510 

Leu Asp Ala Ala Met Leu Gin He Asn Gin Tyr Leu Thr Val Leu Ala 
515 520 525 

Ser Leu Gly Pro Pro Arg Pro Ala Thr Ser Val Asn Ser Thr Glu Gly 
530 535 540 

Thr Ala Thr Thr Val Val Ala Ala Ala Ser Ser Thr Ser He Pro Ser 
545 550 555 560 

Ser Glu Ala Thr Thr Pro Thr Pro Gly Ala Ser Pro Pro Ala Pro Glu 
565 570 575 
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Met Glu Arg Pro Pro Ala Pro Glu Ser Val Gly Thr Glu Glu Met Pro 
580 585 590 

Glu Asp Gly Glu Pro Asp Ala Ala Glu Leu Arg Arg Arg Arg Leu Gin 
595 600 605 

Lys Leu Glu Ser Pro Val Ala His 
610 615 
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